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(57) The protein of the present invention and a DNA 
encoding the same can be used as therapeutic/prophy- 
lactic agents for diseases such as infectious diseases. 
The protein of the present invention is also useful as a 
reagent for screening a compound or its salt capable of 
promoting or inhibiting the activity of the protein of the 
present invention. Furthermore, a compound or its salt 
inhibiting the activity of the protein of the present inven- 
tion and a neutralization antibody inhibiting the activity 
of the protein of the present invention can also be used 
as therapeutic/prophylactic agents for diseases such as 
bronchial asthma, chronic obstructive pulmonary dis- 
ease, etc. 
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Description 

FIELD OF THE INVENTION 

5 [0001] This invention relates to a novel protein and its DNA, which is useful as a diagnostic marker or a drug target 
for bronchial asthma, chronic obstructive pulmonary disease, etc., and also as a therapeutic agent, a prophylactic 
agent, or the like, for infectious diseases, immune deficiency, etc. 

BACKGROUND ART 

10 

[0002] Bronchial asthma is a chronic inflammatory disease of airways showing respiratory stenosis, in which symp- 
toms such as paroxysmal dyspnea, stridor, cough, etc. are observed. Many cells such as bronchial epithelial cells, 
mast ceils, eosinophils, T lymphocytes, etc. are involved in its onset and development. One of the most important 
characteristics of bronchial asthma is that airways are hyperresponsive to irritants (airway hyperresponsiveness). This 

is airway hyperresponsiveness is attributable to airway inflammation caused mainly due to exfoliation of bronchial epi- 
thelial cells by neurotransmitters secreted from the cells such as eosinophils, etc., infiltrated into airways, and it is also 
considered that genetic factors or environmental factors will affect the airway hyperresponsiveness complicatediy. 
[0003] When the inflammatory reaction of airways is triggered by external irritants (allergens, exhausts) or viral in- 
fection, adhesion molecules including VCAM-1 , ICAM-1 and the like are expressed on bronchial epithelial cells or on 

20 capillary endothelial cells around the bronchi [J. Allergy Clin. Immunol., 96, 941 (1 995)] to produce cytokines or chem- 
otacticsubstances. In patients with bronchial as thma, the function of Th2 type helper T cells is activated to increase 
the production of Th2 type cytokines such as IL-3, IL-4, IL-5, IL-13, GM-CSF, etc., or chemokines such as eotaxin, 
RANTES, etc. IL-4 or IL-13 has an activity of inducing IgE production, and IL-3 or IL-4 has an activity of inducing the 
growth of mast cells. Furthermore, eosinophils differentiate and proliferate in response to IL-5, GM-CSF, etc. and in- 

25 filtrate into the airways in response to eotaxin or RANTES [Allergy Asthma Proc, 20, 141 (1999)]. 

[0004] Epithelial cells that cover the bronchial mucosa not only have the barrier function to prevent direct transmit- 
tance of external irritants to submucosal tissues and the function to excrete mucus secretions or foreign matters, but 
also regulate bronchoconstriction by secreted epithelium-derived smooth muscle relaxing factors, etc. Eosinophils 
infiltrated into the airways of patient with bronchial asthma release through degranulation of intracellular granule pro- 

30 teins such as activated MBP (major basic protein), ECP (eosinophil cationic protein), etc. [Compr. Ther., 20, 651 (1 994)]. 
By the cytotoxic action of these granular proteins, the exfoliation and damages of epithelial cells occur. The exfoliation 
of epithelial cells leads to exposure of sensory nerve terminals, increase in epithelial permeability and loss of epithelium- 
derived smooth muscle relaxing factors. Also, leukotriene C4 (LTC4) or platelet activating factor (PAF) produced by 
eosinophils increase tension of bronchial smooth muscle. It is considered that when the foregoing changes are repeated 

35 to make it chronic, the bronchial walls would be thickened to cause airway hyperresponsiveness. 

[0005] As stated above, it is known that genes of the cytokines or adhesion molecules described above are increas- 
ingly expressed, accompanied by inflammation of the airways, but there is no report to systematically analyze the 
change of genes, expression of which are localized in the lesion of lung/bronchi and which are associated with the 
onset of airway hyperresponsiveness. 

40 [0006] On the other hand, chitinase activity was detected in blood plasma from patient with Gaucher's disease [J. 
Clin. Invest., 93, 1288 (1994)], the protein was purified as only one chitinase in mammal [J. Biol. Chem., 270, 2198 
(1995)] and the gene was cloned [J. Biol. Chem., 270, 26252 (1995)]. This chitinase has been used as a disease 
marker but no relationship between bronchial asthma and chitinase has not been reported. 

[0007] The present invention provides a novel protein, expression of which increases in the lung/bronchi having 
45 increased airway hyperresponsiveness, or salts thereof, its partial peptide or salts thereof, its signal peptide; a DNA 
encoding the protein, its partial peptide or signal peptide; recombinant vectors; transformants; methods of manufac- 
turing the protein; pharmaceutical compositions comprising the protein or DNA; antibodies against the protein; methods 
for screening compounds that suppress or promote the expression of the protein; methods for screening compounds 
that suppress or promote the activity of the protein; compounds obtainable by the screening methods; etc. 

50 

DISCLOSURE OF THE INVENTION 

[0008] The present inventors made extensive studies to solve the foregoing problems and as a result, discovered a 
gene, expression of which markedly increases in the lung/bronchi of mouse asthma model. Furthermore based on the 
55 base sequence of this gene, the inventors succeeded in cloning a cDNA having a novel base sequence from human 
gastric cDNA library, and found that a protein encoded by the cDNA belongs to the chitinase family. 
[0009] Based on these findings, the inventors continued further investigations to accomplish the present invention. 
[0010] That is, the present invention relates to the following features. 
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(1) A protein containing the same or substantially the same amino acid sequence as the amino acid sequence 
represented by SEQ ID NO:1 , or a salt thereof. 

(2) A partial peptide of the protein according to (1), or a salt thereof. 

(3) A signal peptide having the same or substantially the same amino acid sequence as the amino acid sequence 
5 represented by SEQ ID NO:2, or a salt thereof. 

(4) A DNA containing a DNA encoding the protein according to (1 ) or the partial peptide according to (2). 

(5) The DNA according to (4) having a base sequence represented by SEQ ID NO:3. 

(6) A DNA containing a DNA encoding the signal peptide according to (3). 

(7) The DNA according to (6) having a base sequence represented by SEQ ID NO;4. 
10 (8) A recombinant vector containing the DNA according to (4). 

(9) A transformant transformed with the recombinant vector according to (8). 

(1 0) A method of manufacturing the protein according to (1 ) or the partial peptide according to (2), or a salt thereof, 
which comprises culturing said transformant according to (9), producing/accumulating the protein according to (1) 
or the partial peptide according to (2), and collecting the same. 

'5 (1 1 ) A pharmaceutical comprising the protein according to (1 ) or the partial peptide according to (2) , or a salt thereof . 

(1 2) A pharmaceutical comprising the DNA according to (4). 

(13) An antibody against the protein according to (1) or the partial peptide according to (2), or a salt thereof. 

(14) A method of screening a compound or a salt thereof capable of promoting or inhibiting the activity of the 
protein according to (1) or the partial peptide according to (2), or a salt thereof, which comprises using the protein 

20 according to (1) or the partial peptide according to (2), or a salt thereof. 

(1 5) A kit for screening a compound or a salt thereof capable of promoting or inhibiting the activity of the protein 
according to (1 ) or the partial peptide according to (2), or a salt thereof, comprising the protein according to (1) or 
the partial peptide according to (2), or a salt thereof. 

(16) A compound or a salt thereof capable of promoting or inhibiting the activity of the protein according to (1) or 
25 the partial peptide according to (2), or a salt thereof, which is obtainable using the screening method according to 

(14) or the screening kit according to (15). 

(1 7) A pharmaceutical comprising a compound or a salt thereof capable of promoting or inhibiting the activity of 
the protein according to (1) or the partial peptide according to (2), or a salt thereof, which is obtainable using the 
screening method according to (14) or the screening kit according to (15). 

30 (1 8) A method of screening a compound or a salt thereof capable of inhibiting the activity of a protein containing 

the same or substantially the same amino acid sequence as the amino acid sequence represented by SEQ ID NO: 
1 8, its partial peptide, or a salt thereof, which comprises using the protein containing the same or substantially the 
same amino acid sequence as the amino acid sequence represented by SEQ ID NO:18, its partial peptide, or a 
salt thereof. 

35 (1 9) A kit for screening a compound or a salt thereof capable of inhibiting the activity of a protein containing the 

same or substantially the same amino acid sequence as the amino acid sequence represented by SEQ ID NO: 
1 8, its partial peptide, or a salt thereof, comprising the protein containing the same or substantially the same amino 
acid sequence as the amino acid sequence represented by SEQ ID NO:18, its partial peptide, or a salt thereof. 

(20) A compound or a salt thereof capable of inhibiting the activity of a protein containing the same or substantially 
40 the same amino acid sequence as the amino acid sequence represented by SEQ ID NO:18, its partial peptide, or 

a salt thereof, which is obtainable using the screening method according to (1 8) or the screening kit according to 
(19). 

(21) A pharmaceutical comprising the compound or a salt thereof, according to (20). 
45 BRIEF DESCRIPTION OF THE DRAWINGS 

[0011] 

FIG. 1 shows tissue distribution of ECF-L gene (mRNA) in normal mouse and model mouse with increased airway 
50 hyperresponsiveness, in which Lu, H, Li, Ki, Br, Thy, Sp, SI, LI, St and PBL designate lung, heart, liver, kidney, 

brain, thymus, spleen, small intestine, large intestine, stomach and peripheral blood lymphocyte, respectively in 
EXAMPLE 2. 

FIG. 2 shows administration schedule in the experiment described in EXAMPLE 3. 

FIG. 3 shows change in airway reactivity with time course, by administration of acetylcholine in a dose of 500 u,g/ 
55 kg, wherein Ach is acetylcholine. 

FIG. 4 shows change with time course in number of infiltrated cells in the alveolar lavage fluid shown in EXAMPLE 
3, wherein M(|>, Eos, Neu and Lym designate macrophage, eosinophil, neutrophil and lymphocyte, respectively. 
FIG. 5 shows change of ECF-L gene (mRNA) with time course in model mouse with increased airway hyperre- 
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sponsiveness shown in EXAMPLE 3. 

FIG. 6 indicates the expression site of ECF-L gene on frozen sections from model mouse with increased airway 
hyperresponsiveness and normal mouse, shown in EXAMPLE 4. 

FIG. 7 shows comparison In base sequence between DNA (human ECF-L) encoding human-derived ECF-L like 
5 protein and mouse ECF-L gene (mouse ECF-L). 

FIG. 8 shows comparison in amino acid sequence between human-derived ECF-L like protein (human ECF-L) and 
mouse ECF-L gene (mouse ECF-L). 

FIG. 9 shows comparison in amino acid sequence between human-derived ECF-L like protein (human ECF-L) and 
other proteins (human chltotriosidase, human HC-gp39prt, human YKL-39) belonging to the chitinase family (con- 
w tinuedtoFIG. 10). 

FIG. 10 shows comparison in amino acid sequence between human-derived ECF-L like protein (human ECF-L) 
and other proteins (human chitotriosidase, human HC-gp39prt, human YKL-39) belonging to the chitinase family 
(continued from FIG. 9). 

FIG. 11 shows tissue distribution of the gene (mRNA) encoding human-derived ECF-L like protein. 

15 

BEST MODE FOR CARRYING OUT THE INVENTION 

[001 2] The protein of the present invention containing the same or substantially the same amino acid sequence as 
the amino acid sequence represented by SEQ ID NO:1 (hereinafter sometimes referred to as protein I of the invention) 

20 or the protein used in the present invention containing the same or substantially the same amino acid sequence as 
the amino acid sequence represented by SEQ ID NO: 18 (hereinafter sometimes referred to as protein II) may be any 
protein derived from any cells of human and other warm-blooded animals (e.g., guineapig, rat, mouse, chicken, rabbit, 
swine, sheep, bovine, monkey, etc.) such as hepatocyte, splenocyte, nerve cells, glial cells, p cells of pancreas, bone 
marrow cells, mesangial cells, Langerhans' cells, epidermic cells, epithelial cells, goblet cells, endothelial cells, smooth 

25 muscle cells, fibroblasts, fibrocytes, myocytes, fatcells, immune cells (e.g., macrophage, T cells, B cells, natural killer 
cells, mast cells, neutrophils, basophils, eosinophils, monocytes), megakaryocytes, synovial cells, chondrocytes, bone 
cells, osteoblasts, osteoclasts, mammary gland cells, hepatocyte or interstitial cells; or the corresponding precursor 
cells, stem cells, cancer cells, etc.; or any tissues where such cells are present, such as brain or any of brain regions 
(e.g., olfactory bulb, amygdaloid nucleus, basal ganglia, hippocampus, thalamus, hypothalamus, cerebral cortex, me- 

30 dulla oblongata, cerebellum), spinal cord, hypophysis, stomach, pancreas, kidney, liver, gonad, thyroid, gall-bladder, 
bone marrow, adrenal gland, skin, muscle, lung, gastrointestinal tract (e.g., large intestine and small intestine), blood 
vessel, heart, thymus, spleen, submandibular gland, peripheral blood, prostate, testis, ovary, placenta, uterus, bone, 
joint, skeletal muscle, etc.; the proteins may also be synthetic proteins. 

[0013] As the amino acid sequence having substantially the same amino acid sequence as that shown by SEQ ID 

35 NO:1 , there are amino acid sequences having at least about 80% homology, preferably at least about 90% homology 
and most preferably at least about 95% homology, to the amino acid sequence shown by SEQ ID NO:1 . 
[0014] Preferred examples of the protein containing substantially the same amino acid sequence as the amino acid 
sequence shown by SEQ ID NO:1 include proteins having substantially the same amino acid sequence as the amino 
acid sequence shown by SEQ ID NO:1 and having a property substantially equivalent to that of the protein having the 

40 amino acid sequence shown by SEQ ID NO:1 , etc. 

[0015] Examples of the properties substantially equivalent include an expression pattern, an expression timing, chi- 
tinase activity, and the like in the lung/bronchi. The substantially equivalent is used to mean that the nature of these 
properties is equivalent qualitatively. Preferably, the expression pattern, expression timing, chitinase activity, etc. In 
the lung/bronchi are equivalent, but differences in degree such as a level of these properties, quantitative factors such 

45 as a molecular weight of the protein may be present and allowable. 

[0016] Examples of the protein I of the present invention include so-called muteins such as proteins containing 1) 
the amino acid sequence represented by SEQ ID NO:1, of which at least 1 or 2 (preferably about 1 to about 30, 
morepreferably about 1 to about 10 and most preferably several (1 to 5)) amino acids are deleted; 2) the amino acid 
sequence represented by SEQ ID NO:1 , to which at least 1 or 2 (preferably about 1 to about 30, more preferably about 

50 1 to about 10 and most preferably several (1 to 5)) amino acids are added; 3) the amino acid sequence represented 
by SEQ ID NO;1 , in which at least 1 or 2 (preferably about 1 to about 30, more preferably about 1 to about 10 and 
most preferably several (1 to 5)) amino acids are inserted; 4) the amino acid sequence represented by SEQ ID NO:1 , 
in which at least 1 or 2 (preferably about 1 to about 30, more preferably about 1 to about 10 and most preferably several 
(1 to 5)) amino acids are substituted by other amino acids; or 5) a combination of the above amino acid sequences. 

55 [0017] As the amino acid sequence having substantially the same amino acid sequence as the amino acid sequence 
shown by SEQ ID NO:18, there are amino acid sequences having at least about 80% homology, preferably at least 
about 90% homology and most preferably at least about 95% homology, to the amino acid sequence shown by SEQ 
IDNO:18. 
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[0018] Preferred examples of the protein containing substantially the same amino acid sequence as the amino acid 
sequence shown by SEQ ID NO:1 8 include proteins having substantially the same amino acid sequence as the amino 
acid sequence shown by SEQ ID NO:18 and having a property substantially equivalent to that of the protein having 
the amino acid sequence shown by SEQ ID NO: 18, etc. 
5 [0019] Examples of the properties substantially equivalent include an expression pattern, an expression timing, and 
the like in the lung/bronchi. The substantially equivalent is used to mean that the nature of these properties is equivalent 
qualitatively. Preferably, the expression pattern, expression timing, etc. in the lung/bronchi are equivalent, but differ- 
ences in degree such as a level of these properties, quantitative factors such as a molecular weight of the protein may 
be present and allowable. 

w [0020] Examples of the protein II of the present invention include so-called muteins such as proteins containing 1) 
the amino acid sequence represented by SEQ ID NO: 18, of which at least 1 or 2 (preferably about 1 to about 30, more 
preferably about 1 to about 1 0 and most preferably several (1 to 5)) amino acids are deleted; 2) the amino acid sequence 
represented by SEQ ID NO:18, to which at least 1 or 2 (preferably about 1 to about 30, more preferably about 1 to 
about 10 and most preferably several (1 to 5)) amino acids are added; 3) the amino acid sequence represented by 

is SEQ ID NO:18, in which at least 1 or 2 (preferably about 1 to about 30, more preferably about 1 to about 10 and most 
preferably several (1 to 5)) amino acids are inserted; 4) the amino acid sequence represented by SEQ ID NO: 18, in 
which at least 1 or 2 (preferably about 1 to about 30, more preferably about 1 to about 1 0 and most preferably several 
(1 to 5)) amino acids are substituted by other amino acids; or 5) a combination of the above amino acid sequences. 
[0021] Throughout the specification, the proteins are represented in accordance with the conventional way of de- 

20 scribing proteins, that is, the N-terminus (amino terminus) at the left hand and the C-terminus (carboxyl terminus) at 
the right hand. In the protein I or II of the present invention including the protein containing the amino acid sequence 
shown by SEQ ID NO:1 or SEQ ID NO:18, the C-terminus is usually in the form of a carboxyl group (-COOH) or a 
carboxylate (-COO-) but may be in the form of an amide (-CONH 2 ) or an ester (-COOR). 

[0022] Examples of the ester group shown by Ft include a C^ 6 alkyl group such as methyl, ethyl, n-propyl, isopropyl, 
25 n-butyl, etc.; a C 3 . 8 cycloalkyl group such as cyclopentyl, cyclohexyl, etc.; a C 6 . 12 aryl group such as phenyl, oc-naphthyl, 
etc.; a C 7 . 14 aralkyl such as a phenyl - C-,. 2 alkyl group, e.g., benzyl, phenethyl, etc.; an a-naphthyl-C|. 2 alkyl group 
such as a-naphthylmethyl, etc.; pivaloyloxymethyl and the like. 

[0023] Where the protein I or protein II of the present invention contains a carboxyl group (or a carboxylate) at a 
position other than the C-terminus, it may be amidated or esterified and such an amide or ester is also included within 
30 the protein I or II of the present invention. The ester group may be the same group as that described with respect to 
the above C-terminal. 

[0024] Furthermore, examples of the protein I of the present invention include variants of the above proteins, wherein 
the amino group at the N-terminus (e.g., methionine residue) of the protein is protected with a protecting group (e.g., 
a C^g acyl group such as a C^ alkanoyl group, e.g., formyl group, acetyl group, etc.); those wherein the N-terminal 

35 region is cleaved in vivo and the glutamyl group thus formed is pyroglutaminated; those where in a substituent (e.g., 
-OH, -SH, amino group, imidazole group, indole group, guanidino group, etc.) on the side chain of an amino acid in 
the molecule is protected with a suitable protecting group (e.g., a C^g acyl group such as a C^g alkanoyl group, e.g., 
formyl group, acetyl group, etc.), or conjugated proteins such as glycoproteins having sugar chains. 
[0025] Specific examples of the protein I of the present invention include a human stomach-derived protein containing 

40 the amino acid sequence represented by SEQ ID NO:1 , and the like. 

[0026] Specific examples of the protein II of the present invention include a mouse-derived protein containing the 
amino acid sequence represented by SEQ ID NO:18, and the like. 

[0027] The protein of the present invention containing the same or substantially the same amino acid sequence as 
the amino acid sequence represented by SEQ ID NO:1 further includes, for example, precursor proteins, in which at 

45 least one or two amino acids, preferably about 1 to about 200, more preferably about 1 to about 100, and most preferably 
about 1 to about 50, amino acids are conjugated at the N-terminus or (and) at the C-terminus of the protein I of the 
invention described above (hereinafter sometimes merely referred to as the precursor protein I of the invention). 
[0028] The precursor protein I of the invention may be proteins derived from cells of, e.g., human and other warm- 
blooded animals (e.g., guineapig, rat, mouse, chicken, rabbit, swine, sheep, bovine, monkey, etc.) or any tissue in 

50 which these cells are present; or may also be synthetic proteins. 

[0029] The precursor protein I of the invention may be any protein capable of producing the protein I of the invention 
described above. Thus, differences in quantitative factors such as a molecular weight of the protein may be present 
and allowable. 

[0030] In the precursor protein I of the invention, the C-terminus is usually in the form of a carboxyl group (-COOH) 
55 or a carboxylate (-COO") but may be in the form of an amide (-CONH 2 ) or an ester (-COOR) as in the protein I of the 
invention described above. 

[0031] When the precursor protein I of the present invention contains carboxyl groups (or carboxylates) other than 
at the C-terminus, the precursor protein I further includes proteins wherein the carboxyl groups are amidated or ester- 
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ified, those wherein the amino group of the N-terminal amino acid residue (e.g., methionine residue) is protected with 
a protecting group, those wherein the N-terminal region is cleaved in vivo and the glutamine thus formed is pyroglutam- 
inated, those wherein a substituent on the side chain of an amino acid in the molecule is protected with a suitable 
protecting group, or conjugated proteins such as so-called glycoproteins to which sugar chains are bound, etc., as in 

5 the protein I of the present invention described above. 

[0032] Specific examples of the precursor protein I of the present invention are a protein, in which the signal peptide 
of the present invention containing the amino acid sequence represented by SEQ ID NO:2 later described is bound at 
the N-terminus of the protein I of the present invention represented by SEQ ID NO:1 (i.e., a protein containing the 
amino acid sequence represented by SEQ ID NO;5), and the like. 

10 [0033] For example, the precursor protein I of the present invention containing the signal peptide of the present 
invention later described is capable of efficiently secreting the protein I of the present invention extracellularly. The 
precursor protein I is also useful as an intermediate for manufacturing the protein I of the present invention. 
[0034] The. precursor protein I of the present invention can exhibit the activity similar to that of the protein I of the 
present invention, and can be used similarly to the protein I of the present invention. 

is [0035] The protein containing the same or substantially the same amino acid sequence as the amino acid sequence 
represented by SEQ ID NO:18 further includes, for example, precursor proteins, in which at least one or two amino 
acids, preferably about 1 to about 200, more preferably about 1 to about 100, and most preferably about 1 to about 
50, amino acids are conjugated at the N-terminus or (and) at the C-terminus of the protein II described above (here- 
inafter sometimes merely referred to as the precursor protein II of the invention). 

20 [0036] The precursor protein II can be proteins derived from cells of, e.g., human and other warm-blooded animals 
described above (e.g., guinea pig, rat, mouse, chicken, rabbit, swine, sheep, bovine, monkey, etc.) or any tissue in 
which these cells are present; or may also be synthetic proteins. 

[0037] The precursor protein II may be any protein capable of producing the protein II described above. Thus, dif- 
ferences in quantitative factors such as a molecular weight of the protein may be present and allowable. 

25 [0038] In the precursor protein II, the C-terminus is usually in the form of a carboxyl group (-COOH) or a carboxylate 
(-COO-) but may be in the form of an amide (-CONH 2 ) or an ester (-COOR) as in the protein II described above. 
[0039] When the precursor protein II contains carboxyl groups (or carboxylates) other than at the C - terminus, the 
precursor protein II further includes proteins wherein the carboxyl groups are amidated or esterified, those wherein the 
amino group of the N-terminal amino acid residue (e.g., methionine residue) is protected with a protecting group, those 

30 wherein the N-terminal region is cleaved in vivo and the glutamine thus formed is pyroglutaminated, those wherein a 
substituent on the side chain of an amino acid in the molecule is protected with a suitable protecting group, or conjugated 
proteins such as so-called glycoproteins to which sugar chains are bound, etc., as in the protein II described above. 
[0040] Specific examples of the precursor protein II are a protein, in which the signal peptide containing the amino 
acid sequence represented by SEQ ID NO:18 is bound at the N-terminus of the protein II represented by SEQ ID NO: 

35 1 (i.e., a protein containing the amino acid sequence represented by SEQ ID NO:1 7), and the like. 

[0041] For example, the precursor protein II containing the signal peptide (1-21 amino acid residues in the amino 
acid sequence represented by SEQ ID NO:17) is capable of efficiently secreting the protein II extracellularly. The 
precursor protein II is also useful as an intermediate for manufacturing the protein II. 

[0042] The precursor protein II can exhibit the activity similar to that of the protein II, and can be used similarly to 
*o the protein II. 

[0043] The partial peptide (hereinafter sometimes merely referred to as the partial peptide I of the invention) of the 
protein I of the present invention may be any peptide as long as it is a partial peptide of the protein I of the present 
invention described above and preferably has the property equivalent to that of the protein I of the present invention 
described above. Examples of the partial peptide I include peptides containing at least 20, preferably at least 50, more 
« preferably at least 70, much more preferably at least 100, and most preferably at least 200, amino acids in the con- 
stituent amino acid sequence of the protein I of the present invention, and the like. 

[0044] The partial peptide I of the present invention may be peptides containing the amino acid sequence, of which 
at least 1 or 2 (preferably about 1 to about 10 and more preferably several (1 to 5)) amino acids are deleted; peptides, 
to which at least 1 or 2 (preferably about 1 to about 10 and more preferably several (1 to 5)) amino acids are added; 
50 peptides, in which at least 1 or 2 (preferably about 1 to about 10 and more preferably several (1 to 5)) amino acids are 
inserted; or peptides, in which at least 1 or 2 (preferably about 1 to about 10 and more preferably several (1 to 5)) 
amino acids are substituted by other amino acids. 

[0045] In the partial peptide I of the invention, the C-terminus is usually in the form of a carboxyl group (-COOH) or 
a carboxylate (-COO") but may be in the form of an amide (-CONH 2 ) or an ester (-COOR), as in the protein I of the 
55 present invention described above. 

[0046] When the partial peptide I of the invention contains carboxyl groups (or carboxylates) other than at the C- 
terminus, the partial peptide I further includes proteins wherein the carboxyl groups are amidated or esterified, those 
wherein the amino group of the N-terminal amino acid residue (e.g., methionine residue) is protected with a protecting 
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group, those wherein the N-terminal region is cleaved in vivo and the glutamine thus formed is pyroglutaminated, those 
wherein a substituent on the side chain of an amino acid in the molecule is protected with a suitable protecting group, 
or conjugated proteins such as so-called glycoproteins to which sugar chains are bound, etc., as in the protein I de- 
scribed above. 

5 [0047] The partial peptide I of the invention may also be used as an antigen for producing antibodies. 

[0048] The partial peptide (hereinafter sometimes merely referred to as the partial peptide II of the invention) of the 
protein II may be any peptide as long as it is a partial peptide of the protein II described above and preferably has the 
property equivalent to that of the protein II described above. Examples of the partial peptide II include peptides con- 
taining at least 20, preferably at least 50, more preferably at least 70, much more preferably at least 100, and most 

10 preferably at least 200, amino acids in the constituent amino acid sequence of the protein II, and the like. 

[0049] The partial peptide II may be peptides containing the amino acid sequence, of which at least 1 or 2 (preferably 
about 1 to about 10 and more preferably several (1 to 5)) amino acids are deleted; peptides, to which at least 1 or 2 
(preferably about 1 to about 10 and more preferably several (1 to 5)) amino acids are added; peptides, in which at 
least 1 or 2 (preferably about 1 to about 1 0 and more preferably several (1 to 5)) amino acids are inserted; or peptides, 

15 in which at least 1 or 2 (preferably about 1 to about 1 0 and more preferably several (1 to 5)) amino acids are substituted 
by other amino acids. 

[0050] In the partial peptide II, the C-terminus is usually in the form of a carboxyl group (-COOH) or a carboxylate 
(-COO") but may be in the form of an amide (-CONH 2 ) or an ester (-COOR) as in the protein II described above. 
[0051] When the partial peptide II contains carboxyl groups (or carboxylates) other than at the C-terminus, the partial 

20 peptide II further includes proteins wherein the carboxyl groups are amidated or esterified, those wherein the amino 
group of the N-terminal amino acid residue (e.g. , methionine residue) is protected with a protecting group, those wherein 
the N-terminal region is cleaved in vivo and the glutamine thus formed is pyroglutaminated, those where in a substituent 
on the side chain of an amino acid in the molecule is protected with a suitable protecting group, or conjugated proteins 
such as so-called glycoproteins to which sugar chains are bound, etc., as in the protein II of the present invention 

25 described above. 

[0052] The partial peptide II may also be used as an antigen for producing antibodies. 

[0053] As the signal peptide of the present invention, there are employed those containing the same or substantially 
the same amino acid sequence as the amino acid sequence represented by, for example, SEQ ID NO:2, and the like 
(hereinafter sometimes merely referred to as the signal peptide I of the present invention). 
30 [0054] The signal peptide I of the invention may be proteins derived from cells of, e.g., human and other warm- 
blooded animals described above (e.g., guinea pig, rat, mouse, chicken, rabbit, swine, sheep, bovine, monkey, etc.) 
or any tissue in which these cells are present; or may also be synthetic peptides. 

[0055] As the amino acid sequence having substantially the same amino acid sequence as the amino acid sequence 
shown by SEQ ID NO:2, there are amino acid sequences having at least about 70% homology, preferably at least 
35 about 80% homology, more preferably at least about 90% and most preferably at least about 95% homology, to the 
amino acid sequence shown by SEQ ID NO:2. More specifically, the signal peptide may be any peptide having sub- 
stantially the same amino acid sequence as the amino acid sequence shown by SEQ ID NO:2 and capable of exhibiting 
the function as a signal peptide. Thus, differences in quantitative factors such as a molecular weight of the protein may 
be present and allowable. 

40 [0056] The signal peptide I of the present invention may be peptides containing the amino acid sequence, of which 
at least 1 or 2 (preferably about 1 to about 10 and more preferably several (1 to 5)) amino acids are deleted; peptides, 
to which at least 1 or 2 (preferably about 1 to about 10 and more preferably several (1 to 5)) amino acids are added; 
peptides, in which at least 1 or 2 (preferably about 1 to about 1 0 and more preferably several (1 to 5)) amino acids are 
inserted; or peptides, in which at least 1 or 2 (preferably about 1 to about 10 and more preferably several (1 to 5)) 

45 amino acids are substituted by other amino acids. 

[0057] In the signal peptide I of the invention, the C-terminus is usually in the form of a carboxyl group (-COOH) or 
a carboxylate (-COO-) but may be in the form of an amide (-CONH 2 ) or an ester (-COOR), as in the protein I of the 
present invention described above. 

[0058] When the signal peptide I of 'the invention contains carboxyl groups (or carboxylates) other than at the C- 
50 terminus, the signal peptide I further includes proteins wherein the carboxyl groups are amidated or esterified, those 
wherein the amino group of the N-terminal amino acid residue (e.g., methionine residue) is protected with a protecting 
group, those wherein the N-terminal region is cleaved in vivo and the glutamine thus formed is pyroglutaminated, those 
wherein a substituent on the side chain of an amino acid in the molecule is protected with a suitable protecting group, 
or conjugated proteins such as so-called glycoproteins to which sugar chains are bound, etc., as in the protein I of the 
55 present invention described above. 

[0059] Specific examples of the signal peptide I of the present invention are peptides containing the amino acid 
sequence represented by SEQ ID NO:2, in which the protein I of the present invention containing the amino acid 
sequence represented by SEQ ID NO:1 has been removed from the precursor protein I of the present invention con- 
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taining the amino acid sequence represented by SEQ ID N0:5, and the like. 

[0060] The signal peptide I of the present invention is capable of efficiently secreting a variety of extracellular secre- 
tory proteins including the protein I of the present invention extracellularly. 

[0061] The protein I, precursor protein I, partial peptide I or signal peptide I, or protein II, precursor protein II, partial 
peptide II or signal peptide II, of the present invention may be used in the form of salts with physiologically acceptable 
acids (e.g., inorganic acids or organic acids) or bases (e.g., alkali metal salts), preferably in the form of physiologically 
acceptable acid addition salts. Examples of such salts are salts with Inorganic acids (e.g., hydrochloric acid, phosphoric 
acid, hydrobromic acid, sulfuric acid), salts with organic acids (e.g., acetic acid, formic acid, propionic acid, fumaric 
acid, maleic acid, succinic acid, tartaric acid, citric acid, malic acid, oxalic acid, benzoic acid, methanesulfonic acid, 
benzenesulfonic acid) and the like. 

[0062] The protein I, precursor protein I, partial peptide I or signal peptide I, or protein II, precursor protein II, partial 
peptide II or signal peptide II, of the present invention or salts thereof may be manufactured by a publicly known method 
used to purify a protein from human or other warm-blooded animal cells or tissues described above. Alternatively, they 
may also be manufactured by culturing transformants containing DNAs encoding these proteins or peptides. Further- 
more, they may also be manufactured by a modification of the methods for peptide synthesis, which will be described 
hereinafter. 

[0063] Where these proteins or peptides are manufactured from human or mammalian tissues or cells, human or 
mammalian tissues or cells are homogenized, then extracted with an acid or the like, and the extract is isolated and 
purified by a combination of chromatography techniques such as reverse phase chromatography, ion exchange chro- 
matography, and the like. 

[0064] To synthesize the protein I, precursor protein I, partial peptide I or signal peptide I, or protein II, precursor 
protein II, partial peptide II or signal peptide II, of the present invention, or amides thereof, commercially available 
resins that are used for protein synthesis may be used. Examples of such resins include chloromethyl resin, hydroxyme- 
thyl resin, benzhydrylamine resin, aminomethyl resin, 4-benzyloxybenzyl alcohol resin, 4-methylbenzhydrylamine res- 
in, PAM resin, 4-hydroxymethylmethylphenyl acetamidomethyl resin, polyacrylamide resin, 4-(2',4 , -dimethoxyphenyl- 
hydroxymethyl)phenoxy resin, 4-(2',4 , -dimethoxyphenyl-Fmoc-aminoethyl) phenoxy resin, etc. Using these resins, 
amino acids in which a-amino groups and functional groups on the side chains are appropriately protected are con- 
densed on the resin in the order of the sequence of the objective protein or peptide according to various condensation 
methods publicly known in the art. At the end of the reaction, the protein or peptide is excised from the resin and at 
the same time, the protecting groups are removed. Then, intramolecular disulfide bond-forming reaction is performed 
in a highly diluted solution to obtain the objective protein or peptide, or amides thereof. 

[0065] For condensation of the protected amino acids described above, a variety of activation reagents for protein 
synthesis may be used, but carbodiimides are particularly preferably employed. Examples of such carbodiimides in- 
clude DCC, N.N'-diisopropylcarbodiimide, N-ethyl-N'-(3-dimethylaminopropyl)carbodiimide, etc. For activation by 
these reagents, the protected amino acids in combination with a racemization inhibitor (e.g., HOBt, HOOBt) are added 
directly to the resin, or the protected amino acids are previously activated in the form of symmetric acid anhydrides, 
HOBt esters or HOOBt esters, followed by adding the thus activated protected amino acids to the resin. 
[0066] Solvents suitable for use to activate the protected amino acids or condense with the resin may be chosen 
from solvents that are known to be usable for protein condensation reactions. Examples of such solvents are acid 
amides such as N,N-dimethylformamide, N,N-dimethylacetamide, N-methylpyrrolidone, etc.; halogenated hydrocar- 
bons such as methylene chloride, chloroform, etc.; alcohols such as trifluoroethanol, etc.; sulfoxides such as dimeth- 
ylsulfoxide, etc.; ethers such as pyridine, dioxane, tetrahydrofuran, etc.; nitriles such as acetonitrile, propionitrile, etc.; 
esters such as methyl acetate, ethyl acetate, etc.; and appropriate mixtures of these solvents. The reaction temperature 
is appropriately chosen from the range known to be applicable to protein binding reactions and is usually selected in 
the range of approximately -20°C to 50°C. The activated amino acid derivatives are used generally in an excess of 
1.5 to 4 times. The condensation is examined using the ninhydrin reaction; when the condensation is insufficient, the 
condensation can be completed by repeating the condensation reaction without removal of the protecting groups. 
When the condensation is yet insufficient even after repeating the reaction, unreacted amino acids are acetylated with 
acetic anhydride or acetyl imidazole to cancel any possible adverse affect on the subsequent reaction. 
[0067] Examples of the protecting groups used to protect the starting amino groups include Z, Boc, t-pentyloxycar- 
bonyl, isobornyloxycarbonyl, 4-methoxybenzyloxycarbonyl, Cl-Z, Br-Z, adamantyloxycarbonyl, trif I uoro acetyl, 
phthaloyl, formyl, 2-nitrophenylsulphenyl, diphenylphosphinothioyl, Fmoc, etc. 

[0068] A carboxyl group can be protected by, e.g., alkyl esterification (in the form of linear, branched or cyclic alkyl 
esters of the alkyl moiety such as methyl, ethyl, propyl, butyl, t-butyl, cyclopentyl, cyclohexyl, cycloheptyl, cyclooctyl, 
2-adamantyl, etc.), aralkyl esterification (e.g., esterification in the form of benzyl ester, 4-nitrobenzylester,4-methoxy- 
benzyl ester, 4-chlorobenzyl ester, benzhydryl ester, etc.), phenacyl esterification, benzyloxycarbonyl hydrazidation, t- 
butoxycarbonyl hydrazidation, trityl hydrazidation, or the like. 

[0069] The hydroxyl group of serine can be protected through, for example, its esterification or etherification. Exam- 
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pies of groups appropriately used for the esterification include a lower alkanoyl group, such as acetyl group, an 
aroyl group such as benzoyl group, and a group derived from carbonic acid such as benzyloxycarbonyl group and 
ethoxycarbonyl group. Examples of a group appropriately used for the etherification include benzyl group, tetrahydro- 
pyranyl group, t-butyl group, etc. 
5 [0070] Examples of groups for protecting the phenolic hydroxyl group of tyrosine include Bzl, Cl 2 -Bzl, 2-nitrobenzyl, 
Br-Z, t-butyl, etc. 

[0071] Examples of groups used to protect the Imidazole moiety of histidlne include Tos, 4-methoxy-2,3,6-trimethyl- 
benzenesulfonyl, DNP, benzyloxymethyl, Bum, Boc, Trt, Fmoc, etc. 

[0072] Examples of the activated carboxyl groups in the starting amino acids include the corresponding acid anhy- 
10 drides, azides, activated esters (esters with alcohols (e.g., pentachlorophenol, 2,4,5-trichlorophenol, 2,4-dinitrophenol, 
cyanomethyl alcohol, p-nitrophenol, HONB, N -hydroxys uccimlde, N-hydroxyphthalimide, HOBt)). As the activated ami- 
no acids in which the amino groups are activated in the starting material, the corresponding phosphoric amides are 
employed. 

[0073] To eliminate (split off) the protecting groups, there are used catalytic reduction under hydrogen gas flow in 
'5 the presence of a catalyst such as Pd-black or Pd-carbon; an acid treatment with anhydrous hydrogen fluoride, meth- 
anesulfonic acid, trifluoromethanesulfonic acid or trifluoroacetic acid, or a mixture solution of these acids; a treatment 
with a base such as dlisopropylethylamine,.triethylamine, piperidine or piperazine; and reduction with sodium in liquid 
ammonia. The elimination of the protecting group by the acid treatment described above Is carried out generally at a 
temperature of approximately -20°C to 40°C. In the acid treatment, it is efficient to add a cation scavenger such as 
20 anisole, phenol, thioanisole, m-cresol, p-cresol, dimethylsulfide, 1 ,4-butanedithiol or 1 ,2-ethanedithiol. Furthermore, 
2,4-dinitrophenyl group known as the protecting group for the imidazole of histidine is removed by a treatment with 
thiophenol. Formyl group used as the protecting group of the indole of tryptophan is eliminated by the aforesaid acid 
treatment in the presence of 1 ,2-ethanedithiol or 1 ,4-butanedithiol, as well as by a treatment with an alkali such as a 
dilute sodium hydroxide solution and dilute ammonia. 
25 [0074] Protection of functional groups that should not be involved in the reaction of the starting materials, protecting 
groups, elimination of the protecting groups and activation of functional groups involved in the reaction may be appro- 
priately selected from publicly known groups and publicly known means. 

[0075] In another method for obtaining the amides of the desired protein or peptide, for example, the a-carboxyl 
group of the carboxy terminal amino acid is first protected by amidation; the peptide (protein) chain is then extended 

30 from the amino group side to a desired length. Thereafter, a protein or peptide, in which only the protecting group of 
the N-terminal a-amino group of the peptide chain has been eliminated, and a protein or peptide, in which only the 
protecting group of the C-terminal carboxyl group has been eliminated are manufactured. The two proteins or peptides 
are condensed in a mixture of the solvents described above. The details of the condensation reaction are the same 
as described above. After the protected protein or peptide obtained by the condensation is purified, all the protecting 

35 groups are eliminated by the method described above to give the desired crude protein or peptide. This crude protein 
or peptide is purified by various known purification means. Lyophilization of the major fraction gives the amide of the 
desired protein or peptide. 

[0076] To prepare the esterif ied protein or peptide, for example, the a-carboxyl group of the carboxy terminal amino 
acid is condensed with a desired alcohol to prepare the amino acid ester, which is followed by procedure similar to the 

40 preparation of the amidated protein or peptide above to give the desired esterified protein or peptide. 

[0077] The partial protein I, signal peptide I or partial peptide II, or salt thereof, of the present invention can be 
manufactured by publicly known methods for peptide synthesis, or by cleaving the protein I, precursor protein I, protein 
II or precursor protein II, of the present invention with an appropriate peptidase. For the methods for peptide synthesis, 
for example, either solid phase synthesis or liquid phase synthesis may be used. That is, the partial peptide or amino 

45 acids that can construct the partial peptide or signal peptide of the present invention are condensed with the remaining 
part. Where the product contains protecting groups, these protecting groups are removed to give the desired peptide. 
Publicly known methods for condensation and elimination of the protecting groups are described in 1) to 5) below. 

1) M. Bodanszky & M.A. Ondetti: Peptide Synthesis, Interscience Publishers, New York (1966) 
50 2) Schroeder & Luebke: The Peptide, Academic Press, New York (1 965) 

3) Nobuo Izumiya, et al.: Peptide Gosei-no-Kiso toJikken (Basics and experiments of peptide synthesis), published 
by Maruzen Co. (1975) 

4) Haruaki Yajima & Shunpei Sakakibara : Seikagaku Jikken Koza (Biochemical Experiment) 1 , Tanpakushitsu no 
Kagaku (Chemistry of Proteins) IV, 205 (1 977) 

55 5) Haruaki Yajima ed.: Zoku lyakuhin no Kaihatsu (A sequel to Development of Pharmaceuticals), Vol. 1 4, Peptide 

Synthesis, published by Hirokawa Shoten 

[0078] After completion of the reaction, the product may be purified and isolated by a combination of conventional 



9 



EP 1 231 270 A1 



purification methods such as solvent extraction, distillation, column chromatography, liquid chromatography and re- 
crystallization to give the protein or peptide of the present invention. When the protein or peptide obtained by the above 
methods is in a free form, the peptide can be converted into an appropriate salt by a publicly known method; when the 
protein is obtained in a salt form, it can be converted into a free form or other different salt form by a publicly known 
method. 

[0079] The DNA encoding the protein I or protein II of the present invention may be any DNA so long as it contains 
the base sequence encoding the protein I or protein II of the present invention described above. The DNA may also 
be any one of genomic DNA, genomic DNA library, cDNA derived from the cells or tissues described above, cDNA 
library derived from the cells or tissues described above and synthetic DNA. 

[0080] The vector to be used for the library may be any of bacteriophage, plasmid, cosmid, phagemid and the like. 
In addition, the DNA can be amplified by reverse transcriptase polymerase chain reaction (hereinafter abbreviated as 
RT-PCR) with total RNA or mRNA fraction prepared from the above-described cells or tissues. 
[0081] Specifically, the DNA encoding the protein I of the present invention may be any one of, for example, a DNA 
having the base sequence represented by SEQ ID NO:3, or any DNA having a base sequence hybridizable to a DNA 
having the base sequence represented by SEQ ID NO:3 under high stringent conditions and encoding a protein which 
has the properties substantially equivalent to those of the protein I of the present invention. The DNA encoding the 
protein II of the present invention may be any one of, for example, a DNA containing the 72-1142 base sequence in 
the base sequence represented by SEQ ID NO:14, or any DNA having a base sequence hybridizable to a DNA con- 
taining the 72-1 142 base sequence in the base sequence represented by SEQ ID NO:1 4 under high stringent conditions 
and encoding a protein which has the properties substantially equivalent to those of the protein II of the present inven- 
tion. 

[0082] Specific examples of the DNA that is hybridizable to DNA having the base sequence represented by SEQ ID 
NO:3 under high stringent conditions include DNAs having at least about 80% homology, preferably at least about 90% 
homology and most preferably at least about 95% homology, to the base sequence represented by SEQ ID NO:3. 
[0083] Specific examples of the DNA that is hybridizable to DNA containing the 72 - 1 142 base sequence in the base 
sequence represented by SEQ ID NO:14 under high stringent conditions include DNAs having at least about 80% 
homology, preferably at least about 90% homology and most preferably at least about 95% homology, to the 72-1142 
base sequence in the base sequence represented by SEQ ID NO:14. 

[0084] The hybridization can be carried out by publicly known methods or by a modification thereof , for example, 
according to the method described in Molecular Cloning, 2nd Ed., J. Sambrook et al., Cold Spring Harbor Lab. Press, 
(1 989). A commercially available library may also be used according to the instructions of the attached manufacturer's 
protocol. The hybridization can be carried out preferably under high stringent conditions. 

[0085] The high stringent conditions used herein are, for example, those in a sodium concentration at about 1 9 mM 
to about 40 mM, preferably about 19 mM to about 20 mM at a temperature of about 50°C to about 70°C, preferably 
about 60°C to about 65°C. In particular, hybridization conditions in a sodium concentration at about 19 mM at a tem- 
perature of about 65°C are most preferred. 

[0086] More specifically, as the DNA encoding the protein having the amino acid sequence represented by SEQ ID 
NO:1 , there may be employed a DNA containing a DNA having the base sequence represented by SEQ ID NO:3. 
[0087] As the DNA encoding the protein having the amino acid sequence represented by SEQ ID NO:18, more 
specifically, a DNA containing a DNA having the 72-1142 base sequence in the base sequence represented by SEQ 
ID NO: 14 maybe employed. 

[0088] The DNA encoding the precursor protein I or precursor protein II of the present invention may be any DNA 
so long as it contains the base sequence encoding the precursor protein I or precursor protein II of the present invention 
described above. The DNA may also be any of genomic DNA, genomic DNA library, cDNA derived from the cells and 
tissues described above, cDNA library derived from the cells and tissues described above and synthetic DNA. 
[0089] Specifically, the DNA encoding the precu rsor protein I of the present invention may be any one of , for example, 
a DNA having the base sequence represented by SEQ ID NO: 16, or any DNA having a base sequence hybridizable 
to a DNA having the base sequence represented by SEQ ID NO: 16 and encoding a protein capable of producing the 
protein I of the present invention described above. 

[0090] The DNA encoding the precursor protein II may be, for example, a DNA containing the 9-1 1 42 base sequence 
in the base sequence represented by SEQ ID NO: 14, or a DNA having a base sequence hybridizable to the 9-1142 
base sequence in the base sequence represented by SEQ ID NO:14 under high stringent conditions and encoding a 
protein capable of producing the protein II. 

[0091] As the DNA hybridizable to the DNA having the base sequence represented by SEQ ID NO:16 under high 
stringent conditions, there are, for example, DNAs containing the base sequences having at least about 80% homology, 
preferably at least about 90% homology and most preferably at least about 95% homology, to the base sequence 
shownbySEQIDNO:16. 

[0092] As the DNA hybridizable to the DNA having the 9-1 1 42 base sequence in the base sequence represented by 
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SEQ ID NO:14 under high stringent conditions, there are, for example, DNAs containing the base sequences having 
at least about 80% homology, preferably at least about 90% homology and most preferably at least about 95% homol- 
ogy, to the 9-1142 base sequence in the base sequence represented by SEQ ID NO: 14 

[0093] Methods for the hybridization and the high stringent conditions that can be used are the same as those de- 
5 scribed above. 

[0094] More specifically, DNAs containing a DNA having the base sequence represented by SEQ ID NO:1 6, and the 
like, are employed as the DNA encoding the precursor protein I of the present invention containing the amino acid 
sequence represented by SEQ ID NO:5. 

[0095] As the DNA encoding the precursor protein II containing the amino acid sequence represented by SEQ ID 
10 NO:1 7, more specifically, DNAs containing DNAs having the 9-1 1 42 base sequence in the base sequence represented 
by SEQ ID NO:14, and the like, are employed. 

[0096] The DNA encoding the partial peptide I or partial peptide II of the present invention may be any peptide so 
long as it contains a base sequence encoding the partial peptide I or partial peptide 1 1 of the present invention described 
above. The DNA may also be any one of genomic DNA, genomic DNA library, cDNA derived from the cells or tissues 

15 described above, cDNA library derived from the cells or tissues described above and synthetic DNA. 

[0097] As the DNA encoding the partial peptide I of the present invention, there are employed, for example, a DNA 
having a part of the base sequence represented by SEQ ID NO:3, a DNA having a base sequence hybridizable to a 
DNA having the base sequence represented by SEQ ID NO:3 under high stringent conditions and containing a part of 
DNA encoding a protein having the properties substantially equivalent to those of the protein I of the present invention, 

20 and the like. 

[0098] The DNA hybridizable to the DNA having the base sequence represented by SEQ ID NO:3 has the same 
significance as described above. 

[0099] As the DNA encoding the partial peptide II, there are employed, for example, a DNA having a part of the 
72-1142 base sequence in the base sequence represented by SEQ ID NO: 14, a DNA having a base sequence hybrid- 
25 izable to a DNA having the 72-1142 base sequence in the base sequence represented by SEQ ID NO:14 under high 
stringent conditions and containing a part of DNA encoding a protein having the properties substantially equivalent to 
those of the protein II, and the like. 

[0100] The DNA hybridizable to the DNA having the 72-1142 base sequence in the base sequence represented by 
SEQ ID NO: 14 has the same significance as described above. 
30 [0101] Methods for the hybridization and the high stringent conditions that can be used are the same as those de- 
scribed above. 

[0102] The DNA encoding the signal peptide I of the present invention may be any peptide so long as it contains a 
base sequence encoding the signal peptide I of the present invention described above. The DNA may also be any one 
of genomic DNA, genomic DNA library, cDNA derived from the cells or tissues described above, cDNA library derived 

35 from the cells or tissues described above and synthetic DNA. 

[0103] As the DNA encoding the signal peptide I of the present invention, there are employed, for example, a DNA 
having the base sequence represented by SEQ ID NO:4, a DNA having a base sequence hybridizable to a DNA having 
the base sequence represented by SEQ ID NO:4 under high stringent conditions and encoding a peptide capable of 
exhibiting the function as a signal peptide, and the like. 

40 [0104] As the DNA hybridizable to the DNA having the base sequence represented by SEQ ID NO:4 under high 
stringent conditions, there are employed, for example, DNAs containing the base sequence having at least about 70% 
homology, preferably at least about 80% homology, more preferably at least about 90% homology and most preferably 
at least about 95% homology, to the base sequence represented by SEQ ID NO:4. 

[0105] Methods for the hybridization and the high stringent conditions that can be used are the same as those de- 
45 scribed above. 

[0106] More specifically, a DNA containing a DNA having the base sequence represented by SEQ ID NO:4, and the 
like, are employed as the DNA encoding the signal peptide I of the present invention containing the amino acid sequence 
represented by SEQ ID NO:2. 

[0107] For cloning of DNAs that completely encode the protein I, precursor protein I, partial peptide I, signal peptide 
50 I, protein II, precursor protein II or partial peptide II, of the present invention (hereinafter sometimes merely referred to 
as the protein of the present invention), the DNA may be either amplified by publicly known PCR using synthetic DNA 
primers containing a part of the base sequence of the protein of the present invention, or the DNA inserted into an 
appropriate vector can be screened by hybridization with a labeled DNA fragment or synthetic DNA that encodes a 
part or entire region of the protein of the present invention. The hybridization can be carried out, for example, according 
55 to the method described in Molecular Cloning, 2nd (J. Sambrook et al., Cold Spring Harbor Lab. Press, 1989). Where 
the hybridization is carried out using commercially available library, the procedures may be conducted in accordance 
with the protocol described in the attached instructions. 

[0108] Substitution of the base sequence of DNA can be effected by publicly known methods such as the ODA-LA 
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PCR method, the Gapped duplex method orthe Kunkel method or its modification by using a publicly known kit available 
as Mutan™-super Express Km or Mutan™-K (both manufactured by Takara Shuzo Co., Ltd., trademark), etc. 
[0109] The cloned DNA encoding the protein of the present invention can be used as it is, depending upon purpose 
or, if desired, after digestion with a restriction enzyme or after addition of a linker thereto. The DNA may contain ATG 
5 as a translation initiation codon at the 5* end thereof and TAA, TGA or TAG as a translation termination codon at the 
3' end thereof. These translation initiation and termination codons may also be added by using an appropriate synthetic 
DNA adapter. 

[0110] The expression vector of the protein of the present invention can be manufactured, for example, by (a) excising 
the desired DNA fragment from the DNA encoding the protein of the present invention, (b) and then ligating the DNA 

10 fragment with an appropriate expression vector downstream a promoter in the vector. 

[01 11] Examples of the vector include plasmids derived form E. coli (e.g., pBR322, pBR325, pUC12, pUC1 3), plas- 
mids derived from Bacillus subtilis (e.g., pUB110, pTP5, pC194), plasmids derived from yeast (e.g., pSH19, pSH15), 
bacteriophages such as A. phage, etc., animal viruses such as retrovirus, vaccinia virus, baculovirus, etc. as well as 
pA1-11 , pXT1 , pRc/CMV, pRc/RSV, pcDNAI/Neo, etc. 

'5 [0112] The promoter used in the present invention may be any promoter if it matches well with a host to be used for 
gene expression. In the case of using animal cells as the host, examples of the promoter include SRct promoter, SV40 
promoter, LTR promoter, CMV promoter, HSV-TK promoter, etc. 

[01 13] Among them, CMV (cytomegalovirus) promoter or SRa promoter is preferably used. Where the host is bacteria 
of the genus Escherichia, preferred examples of the promoter include trp promoter, lac promoter, recA promoter, yPL 

20 promoter, Ipp promoter, T7 promoter, etc. In the case of using bacteria of the genus Bacillus as the host, preferred 
example of the promoter are SP01 promoter, SP02 promoter, penP promoter, etc. When yeast is used as the host, 
preferred examples of the promoter are PH05 promoter, PGK promoter, GAP promoter, ADH promoter, etc. When 
insect ceils are used as the host, preferred examples of the promoter include polyhedrin prompter, P10 promoter, etc. 
[0114] In addition to the foregoing examples, the expression vector may further optionally contain an enhancer, a 

25 splicing signal, a poly A. addition signal , a selection marker, SV40 replication origin (hereinafter sometimes abbreviated 
as SV40ori), etc. Examples of the selection marker include dihydrofolate reductase (hereinafter sometimes abbreviated 
as dhfr) gene [methotrexate (MTX) resistance], ampicillin resistant gene (hereinafter sometimes abbreviated as Amp r ), 
neomycin resistant gene (hereinafter sometimes abbreviated as Neo, G418 resistance), etc. In particular, when dhfr 
gene is used as the selection marker using dhfr gene-deficient Chinese hamster cells, selection can also be made on 

30 a thymidine free medium. 

[0115] If necessary, a signal sequence that matches with a host is added to the N-terminus of the protein of the 
present invention. Examples of the signal sequence that can be used are PhoA signal sequence, OmpA signal se- 
quence, etc. in the case of using bacteria of the genus Escherichia as the host; oc-amylase signal sequence, subtilisin 
signal sequence, etc. in the case of using bacteria of the genus Bacillus as the host; MFcc signal sequence, SUC2 

35 signal sequence, etc. in the case of using yeast as the host; and insulin signal sequence, a-interferon signal sequence, 
antibody molecule signal sequence, etc. in the case of using animal cells as the host, respectively. 
[0116] Using the vector containing the DNA encoding the protein of the present invention thus constructed, trans- 
formants can be manufactured. 

[0117] Examples of the host, which may be employed, are bacteria belonging to the genus Escherichia, bacteria 
40 belonging to the genus Bacillus, yeast, insect cells, insects and animal cells, etc. 

[01 1 8] Specific examples of the bacteria belonging to the genus Escherichia include Escherichia coli K1 2 DH1 [Proc. 

Natl. Acad. Sci. U.S.A., 60, 160 (1968)], JM103 [Nucleic Acids Research, 9, 309 (1981)], JA221 [Journal of Molecular 

Biology, 1 20, 51 7 (1 978)], HB1 01 [Journal of Molecular Biology, 41 , 459 (1 969)], C600 [Genetics, 39, 440 (1 954)], etc. . 

[0119] Examples of the bacteria belonging to the genus Bacillus include Bacillus subtilis MI114 [Gene, 24, 255 
45 (1983)], 207-21 [Journal of Biochemistry, 95, 87 (1984)], etc. 

[0120] Examples of yeast include Saccharomyces cereviseae AH22, AH22R-, NA87-IIA,DKD-5D, 20B-12, 

Schizosaccharomycespombe NCYC1913, NCYC2036, Pichia pastoris KM71, etc. 

[0121] Examples of insect cells include, for the virus AcNPV, Spodoptera frugiperda cell (Sf cell) , MG1 cell derived 
from mid-intestine of Trichoplusia ni, High Five™ cell derived from egg of Trichoplusia ni, cells derived from Mamestra 
50 brassicae, cells derived from Estigmena acrea, etc.; and for the virus BmNPV, Bombyx mori N cell (BmN cell), etc. is 
used. Examples of the Sf cell which can be used are Sf9 cell (ATCC CRL1711), Sf21 cell (both cells are described in 
Vaughn, J. L. et al., In Vivo, 13, 213-217 (1977), etc. 

[0122] As the insect, for example, a larva of Bombyx mori can be used [Maeda et al., Nature, 315, 592 (1985)]. 
[0123] Examples of animal cells include monkey cell COS-7, Vero, Chinese hamster cell CHO (hereinafter referred 
55 to as CHO cell), dhfr gene-deficient Chinese hamster cell CHO (hereinafter simply referred to as CHO (dhfr) cell), 
mouse L cell, mouse AtT-20, mouse myeloma cell, rat GH 3, human FL cell, etc. 

[0124] Bacteria belonging to the genus Escherichia can be transformed, for example, by the method described in 
Proc. Natl. Acad. Sci. U.S.A., 69, 2110 (1972), Gene, 17, 107 (1982), etc. 
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[0125] Bacteria belonging to the genus Bacillus can be transformed, for example, by the method described in Mo- 
lecular & General Genetics, 168, 111 (1979), etc. 

[0126] Yeast can be transformed, for example, by the method described in Methods in Enzymology, 194, 182-187 
(1991), Proc. Natl. Acad. Sci. U.S.A., 75, 1929 (1978), etc. 
5 [0127] Insect cells or insects can be transformed, for example, according to the method described in Bio/Technology, 
6, 47-55(1988), etc. 

[0128] Animal cells can be transformed, for example, according to the method described in Saibo Kogaku (Cell 
Engineering), extra issue 8, Shin Saibo Kogaku Jikken Protocol (New Cell Engineering Experimental Protocol), 263-267 
(1995) (published by Shujunsha), or Virology, 52, 456 (1973). 
10 [0129] Thus, the transformants transformed with the expression vectors containing the DNAs encoding the protein 
of the present invention can be obtained. 

[0130] Where the host is bacteria belonging to the genus Escherichia or the genus Bacilius, the transformant can 
be appropriately cultured in a liquid medium which contains materials required for growth of the transformant such as 
carbon sources, nitrogen sources, inorganic materials, etc. Examples of the carbon sources include glucose, dextrin, 

15 soluble starch, sucrose, etc.; examples of the nitrogen sources include inorganic or organic materials such as ammo- 
nium salts, nitrate salts, corn steep liquor, peptone, casein, meat extract, soybean cake, potato extract, etc.; and, 
examples of the inorganic materials are calcium chloride, sodium dihydrogenphosphate, magnesium chloride, etc. In 
addition, yeast, vitamins, growth promoting factors etc. may also be added to the medium. Preferably, pH of the medium 
is adjusted to about 5 to about 8. 

20 [0131 ] A preferred example of the medium forculturing the bacteria belonging to the genus Escherichia is M9 medium 
supplemented with glucose and Casamino acids [Miller, Journal of Experiments in Molecular Genetics, 431-433, Cold 
Spring Harbor Laboratory, New York, 1972], If necessary, a chemical such as 3p-indolylacrylic acid can be added to 
the medium thereby to activate the promoter efficiently. 

[0132] Where the bacteria belonging to the genus Escherichia are used as the host, the transformant is usually 
25 cultivated at about 15°C to about 43°C for about 3 hours to about 24 hours. If necessary, the culture may be aerated 
or agitated. 

[01 33] Where the bacteria belonging to the genus Bacillus are used as the host, the transformant is cultured generally 
at about 30° C to about 40° C for about 6 hours to about 24 hours. If necessary, the culture can be aerated or agitated. 
[01 34] Where yeast is used as the host, the transformant is cultivated, for example, in Burkholder's minimal medium 
30 [Bostian, K. L. etal, Proc. Natl. Acad. Sci. U.S.A., 77, 4505 (1 980)] or in SD medium supplemented with 0.5% Casamino 
acids [Bitter, G. A. et al., Proc. Natl. Acad. Sci. U.S.A., 81 , 5330 (1984)]. Preferably, pH of the medium is adjusted to 
about 5 to about 8. In general, the transformant is cultivated at about 20°C to about 35°C for about 24 hours to about 
72 hours. If necessary, the culture can be aerated or agitated. 

[0135] Where insect cells or insects are used as the host, the transformant is cultivated in, for example, Grace's 
35 insect Medium (Grace, T. C. C, Nature, 195, 788 (1962)) to which an appropriate additive such as immobilized 10% 
bovine serum is added. Preferably, pH of the medium is adjusted to about 6.2 to about 6.4. Normally, the transformant 
is cultivated at about 27°C for about 3 days to about 5 days and, if necessary, the culture can be aerated or agitated. 
[0136] Where animal cells are employed as the host, the transformant is cultured in, for example, MEM medium 
containing about 5% to about 20% fetal bovine serum [Science, 122, 501 (1952)], DMEM medium [Virology, 8, 396 
40 (1959)], RPM1 1640 medium [The Journal of the American Medical Association, 199, 519 (1967)], 199 medium [Pro- 
ceeding of the Society for the Biological Medicine, 73, 1 (1 950)], etc. Preferably, pH of the medium is adjusted to about 
6 to about 8. The transformant is usually cultivated at about 30°C to about 40°C for about 15 hours to about 60 hours 
and, if necessary, the culture can be aerated or agitated. 

[0137] As described above, the protein of the present invention can be produced in the cell membrane of the trans- 
^5 formant. 

[0138] The protein of the present invention can be separated and purified from the culture described above by the 
following procedures. 

[0139] When the protein of the present invention is extracted from the culture or cells, the transformant or cell is 
collected after culturing by a publicly known method and suspended in a appropriate buffer. The transformant or cell 

50 is then disrupted by publicly known methods such as ultrasonication, a treatment with lysozyme and/or freeze-thaw 
cycling, followed by centrifugation, filtration, etc. Thus, the crude extract of the protein can be obtained. The buffer 
used for the procedures may contain a protein modifier such as urea or guanidine hydrochloride, or a surfactant such 
as Triton X-1 00™, etc. When the protein of the present invention is secreted in the culture broth, the supernatant can 
be separated, after completion of the cultivation, from the transformant or cell to collect the supernatant by a publicly 

55 known method. 

[0140] The supernatant or the protein of the present invention contained in the extract thus obtained can be purified 
by appropriately combining the publicly known methods for separation and purification. Such publicly known methods 
for separation and purification include a method utilizing difference in solubility such as salting out, solvent precipitation, 
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etc.; a method mainly utilizing difference in molecular weight such as dialysis, ultrafiltration, gel filtration, SDS-poly- 
acrylamide gel electrophoresis, etc.; a method utilizing difference in electric charge such as ion exchange chromatog- 
raphy, etc.; a method utilizing difference in specific affinity such as affinity chromatography, etc.; a method utilizing 
difference in hydrophobicity such as reverse phase high performance liquid chromatography, etc.; a method utilizing 
5 difference in isoelectric point such as isoelectrofocusing electrophoresis; and the like. 

[0141] When the protein of the present invention thus obtained is in a free form, the protein can be converted into 
the salt by publicly known methods or modifications thereof. On the other hand, when the protein is obtained in the 
form of a salt, it can be converted into the free form or in the form of a different salt by publicly known methods or 
modifications thereof. 

10 [01 42] The protein of the present invention produced by the recombinant can be treated, prior to or after the purifi- 
cation, with an appropriate protein-modifying enzyme so that the protein can be appropriately modified to partially 
remove the polypeptide. Examples of the protein-modifying enzyme include trypsin, chymotrypsin, arginyl endopepti- 
dase, protein kinase, glycosidase and the like. 

[01 43] The presence of the thus produced protein of the present invention can be determined by a binding test to a 

'5 labeled ligand and by an enzyme immunoassay using a specific antibody. 

[0144] The antibodies to the protein I, precursor protein I, partial peptide I, protein II, precursor protein II, partial 
peptide II, or its salts, of the present invention may be any of polyclonal and monoclonal antibodies, as long as they 
are capable of recognizing the protein I, precursor protein I, partial peptide I, protein II, precursor protein II, partial 
peptide II, or its salts, of the present invention. 

20 [0145] The antibodies to the protein I, precursor protein I, partial peptide I, protein II, precursor protein II, partial 
peptide II, or its salts, of the present invention (hereinafter these are sometimes referred to collectively as the protein 
of the invention) may be produced by a publicly known method of producing an antibody or antiserum, using the protein 
of the invention as an antigen. 

25 [Preparation of monoclonal antibody] 

(a) Preparation of monoclonal antibody-producing cells 

[0146] The protein of the present invention is administered to warm-blooded animals either solely or together with 

30 carriers or diluents to the site where the production of antibody is possible by the administration. In order to potentiate 
the antibody productivity upon the administration, complete Freund's adjuvants or incomplete Freund's adjuvants may 
be administered. The administration is usually carried out once every two to six weeks and two to ten times in total. 
Examples of the applicable warm-blooded animals are monkeys, rabbits, dogs, guinea pigs, mice, rats, sheep, goats 
and chickens, with the use of mice and rats being preferred. 

35 [0147] In the preparation of monoclonal antibody-producing cells, a warm-blooded animal, e.g., mice, immunized 
with an antigen wherein the antibody titer is noted is selected, then spleen or lymph node is collected after two to five 
days from the final immunization and antibody-producing cells contained therein are fused with myeloma cells from 
homozoic or heterozoic animal to give monoclonal antibody-producing hybridomas. Measurement of the antibody titer 
in antisera may be carried out, for example, by reacting a labeled protein, which will be described later, with the an- 

40 tiserum followed by assaying the binding activity of the labeling agent bound to the antibody. The fusion may be carried 
out, for example, by the known method by Koehler and Milstein [Nature, 256, 495, (1975)]. Examples of the fusion 
accelerator are polyethylene glycol (PEG), Sendai virus, etc., of which PEG is preferably employed. 
[0148] Examples of the myeloma cells are those collected from warm-blooded animals such as NS-1 , P3U1 , SP2/0, 
AP-1, etc. In particular, P3U1 is preferably employed. A preferred ratio of the count of the antibody-producing cells 

45 used (spleen cells) to the count of myeloma cells is within a range of approximately 1 : 1 to 20:1 . When PEG (preferably, 
PEG 1 000 to PEG 6000) is added in a concentration of approximately 1 0 to 80% followed by incubation at 20 to 40°C, 
preferably at 30 to 37°C for 1 to 10 minutes, an efficient cell fusion can be carried out. 

[0149] Various methods can be used for screening of monoclonal antibody-producing hybridomas. Examples of such 
methods include a method which comprises adding the supernatant of a hybridoma to a solid phase (e.g., a microplate) 

50 adsorbed with the protein as an antigen directly or together with a carrier, adding an anti-immunoglobulin antibody 
(where mouse cells are used for the cell fusion, anti-mouse immunoglobulin antibody is used) labeled with a radioactive 
substance or an enzyme or Protein A and detecting the monoclonal antibody bound to the solid phase, and a method 
which comprises adding the supernatant of hybridoma to a solid phase adsorbed with an anti-immunoglobulin antibody 
or Protein A, adding the protein labeled with a radioactive substance or an enzyme and detecting the monoclonal 

55 antibody bound to the solid phase, or the like. 

[0150] The monoclonal antibody can be screened according to publicly known methods or their modifications. In 
general, the screening can be effected in a medium for animal cells supplemented with HAT (hypoxanthine, aminopterin 
and thymidine). Any screening and growth medium can be employed as far as the hybridoma can grow there. For 
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example, RPMI 1640 medium containing 1% to 20%, preferably 10% to 20% fetal bovine serum, GIT medium (Wako 
Pure Chemical Industries, Ltd.) containing 1 to 10% fetal bovine serum, a serum free medium for cultivation of a hy- 
bridoma (SFM-101, Nissui Seiyaku Co., Ltd.) and the like, can be used for the screening and growth medium. The 
culture is carried out generally at 20°C to 40°C, preferably at 37°C, for about 5 days to about 3 weeks, preferably 1 to 
5 2 weeks, normally in 5% C0 2 . The antibody titer of the culture supernatant of a hybridoma can be determined as in 
the assay for the antibody titer in antisera described above. 

(b) Purification of monoclonal antibody 

[0151] Separation and purification of a monoclonal antibody can be carried out by publicly known methods, such as 
separation and purification of immunoglobulins [for example, salting-out, alcohol precipitation, isoelectric point precip- 
itation, electrophoresis, adsorption and desorption with ion exchangers (e.g., DEAE), ultracentrifugation, gel filtration, 
or a specific purification method which comprises collecting only an antibody with an activated adsorbent such as an 
antigen-binding solid phase, Protein A or Protein G and dissociating the binding to obtain the antibody] 

[Preparation of polyclonal antibody] 

[0152] The polyclonal antibody of the present invention can be manufactured by publicly known methods or modifi- 
cations thereof. For example, a warm-blooded animal is immunized with an immunogen (protein antigen) per se, or a 
20 complex of immunogen and a carrier protein is formed and a warm-blooded animal is immunized with the complex in 
a manner similar to the method described above for the manufacture of monoclonal antibodies. The product containing 
the antibody to the protein of the present invention is collected from the immunized animal followed by separation and 
purification of the antibody. 

[0153] In the complex of immunogen and carrier protein used to immunize a warm-blooded animal, the type of carrier 
25 protein and the mixing ratio of carrier to hapten may be any type and in any ratio, as long as the antibody is efficiently 
produced to the hapten immunized by crosslinking to the carrier. For example, bovine serum albumin, bovine thyroglob- 
ulin or hemocyanin is coupled to hapten in a carrier-to-hapten weight ratio of approximately 0.1 to 20, preferably about 
1 to about 5. 

[0154] A variety of condensation agents can be used for the coupling of carrier to hapten. Glutaraldehyde, carbod- 
30 iimide, maleimide activated ester and activated ester reagents containing thiol group or dithiopyridyl group are used 
for the coupling. 

[0155] The condensation product is administered to warm-blooded animals either solely or together with carriers or 
diluents to the site that can produce the antibody by the administration. In order to potentiate the antibody productivity 
upon the administration, complete Freund's adjuvant or incomplete Freund's adjuvant may be administered. The ad- 
35 ministration is usually made once every 2 to 6 weeks and 3 to 1 0 times in total. 

[0156] The polyclonal antibody can be collected from the blood, ascites, etc., preferably from the blood of warm- 
blooded animal immunized by the method described above. 

[0157] The polyclonal antibody titer in antiserum can be assayed by the same procedure as thatforthe determination 
of serum antibody titer described above. The separation and purification of the polyclonal antibody can be carried out, 
40 following the method for the separation and purification of immunoglobulins performed as in the separation and puri- 
fication of monoclonal antibodies described hereinabove. 

[0158] The antisense DNA having a complementary or substantial complementary base sequence to the DNA en- 
coding the protein I, precursor protein I, partial peptide I, signal peptide I, protein II, precursor protein II or partial peptide 
II, of the present invention (hereinafter these DNAs are sometimes collectively referred to as the DNA of the present 
45 invention in the following description of antisense DNA) can be any antisense DNA, so long as it possesses a base 
sequence complementary or substantially complementary to that of the DNA of the present invention and capable of 
suppressing expression of the DNA. 

[0159] The base sequence substantially complementary to the DNA of the present invention may, for example, be 
a base sequence having at least about 70% homology, preferably at least about 80% homology, more preferably at 

so least about 90% homology and most preferably at least about 95% homology, to the full-length base sequence or partial 
base sequence of the base sequence complementary to the DNA of the present invention (i.e., complementary strand 
to the DNA of the present invention), and the like. In the entire base sequence of the complementary strand to the DNA 
of the present invention, an antisense DNA having at least about 70% homology, preferably at least about 80% ho- 
mology, more preferably at least about 90% homology and most preferably at least about 95% homology, to the com- 

55 plementary strand of the base sequence which encodes the N-terminal region of the protein of the present invention 
(e.g., the base sequence around the initiation codon) . These antisense DNAs can be synthesized using a publicly 
known DNA synthesizer, etc. 

[0160] Hereinafter, the protein I, precursor protein I or partial peptide I, orits salts, of the present invention (hereinafter 
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sometimes merely referred to as the protein a of the present invention), the protein li, precursor protein II or partial 
peptide II, or salts thereof (hereinafter sometimes merely referred to as the protein b of the present invention), the DNA 
encoding the protein a (hereinafter sometimes merely referred to as the DNAa of the present invention), the DNA 
encoding the protein b (hereinafter sometimes merely referred to as the DNAb of the present invention), the antibody 

5 to the protein I, precursor protein I, partial peptidel, protein II, precursor protein II, partial peptide II or signal peptide I, 
or salts thereof (hereinafter sometimes merely referred to as the antibody of the present invention) and the antisense 
DNA are explained with respect to the utilities. The protein a and protein b of the present invention are sometimes 
collectively referred to as the protein of the present invention, and the DNAa and DNAb of the present invention are 
sometimes collectively referred to the DNA of the present invention. 

10 [0161] The protein a and protein b of the present invention can be utilized as disease markers, since expression of 
these proteins increases tissue-specifically in the lung/bronchi in asthma model animals. That is, these proteins are 
useful as markers for early diagnosis in lung/chest diseases accompanied by inflammation of the lung/airways, judg- 
ment of severity in conditions, or predicted development of diseases. 

'5 (1) Therapeutic and prophylactic agent for the diseases with which the protein a of the present invention is associated 

[0162] The protein a of the present invention is a member of the chitinase family. A chitinase is important for the 
biological protection mechanism against outward pathogens such as bacteria, virus, etc. Thus, the protein a of the 
present invention or the DNAa of the present invention may be used as a therapeutic/prophylactic agent for various 
20 diseases including immune diseases (e.g., autoimmune disease, immunodeficiency, allergic disease, etc.), infectious 
diseases (e.g., HIV (human immunodeficiency virus) infection, HBV (hepatitis B virus) infection, HCV (hepatitis C virus) 
infection, tuberculosis infection, opportunistic infection, etc.), and the like. 

[0163] When a patient has a reduced level of, or deficient in the protein a, etc. of the present invention in his or her 
body where the biological protection mechanism is not exhibit sufficiently or normally, the protein a of the present 
25 invention can provide its role sufficiently or properly for the patient, (a) by administering the DNAa of the present 
invention to the patient to express the protein of the present invention in the body, (b) by inserting the DNAa of the 
present invention into a cell, expressing the protein of the present invention and then transplanting the cell to the patient, 
(c) by administering the protein a of the present invention to the patient, or the like. 

[0164] Where the DNAa of the present invention is used as the therapeutic/prophylactic agents described above, 
so the DNA alone is administered directly to human or other warm-blooded animal; alternatively, the DNA is inserted into 
an appropriate vector such as retrovirus vector, adenovirus vector, adenovirus-associated virus vector, etc. and then 
administered to human or other warm-blooded animal in a conventional manner. The DNAa of the present invention 
may also be administered as it is, or with adjuvants to assist its uptake by gene gun or through a catheter such as a 
catheter with a hydrogel. 

35 [0165] Where the protein a of the present invention is used as the aforesaid therapeutic/prophylactic agents, it is 
preferred to use the same on a purified level of at least 90%, preferably at least 95%, more preferably at least 98% 
and most preferably at least 99%. 

[0166] The protein a of the present invention can be used orally, for example, in the form of tablets which may be 
sugar coated if necessary, capsules, elixirs, microcapsules, etc., or parenterally in the form of injectable preparations 

40 such as a sterile solution and a suspension in water or with other pharmaceutical^ acceptable liquid. These prepara- 
tions can be prepared by mixing the protein a of the present invention with a physiologically acceptable known carrier, 
a flavoring agent, an excipient, a vehicle, an antiseptic agent, a stabilizer, a binder, etc. in a unit dosage form required 
in a generally accepted manner that is applied to making pharmaceutical preparations. The active ingredient in the 
preparation is controlled in such a dose that an appropriate dose is obtained within the specified range given. 

45 [0167] Additives miscible with tablets, capsules, etc. include a binder such as gelatin, corn starch, tragacanth and 
gum arabic, an excipient such as crystalline cellulose, a swelling agent such as corn starch, gelatin and alginic acid, 
a lubricant such as magnesium stearate, a sweetening agent such as sucrose, lactose and saccharin, and a flavoring 
agent such as peppermint, akamono oil or cherry. When the unit dosage is in the form of capsules, liquid carriers such 
as oils and fats may further be used together with the additives described above. A sterile composition for injection 

50 may be formulated according to a conventional manner used to make a pharmaceutical, e.g., by dissolving or sus- 
pending the active ingredients in a vehicle such as water for injection with a naturally occurring vegetable oil such as 
sesame oil and coconut oil, etc. to prepare the pharmaceutical. 

[01 68] Examples of an aqueous medium for injection include physiological saline and an isotonic solution containing 
glucose and other auxiliary agents (e.g. , D-sorbitol, D-mannitol, sodium chloride, etc.) and may be used in combination 
55 with an appropriate dissolution aid such as an alcohol (e.g., ethanol or the like), a polyalcohol (e.g., propylene glycol 
and polyethylene glycol), a nonionic surfactant (e.g., polysorbate 80™, HCO-50, etc.), and the like. Examples of the 
oily medium include sesame oil, soybean oil, etc., which may also be used in combination with a dissolution aid such 
as benzyl benzoate, benzyl alcohol, etc. The agent may further be formulated with a buffer (e.g., phosphate buffer, 
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sodium acetate buffer, etc.), a soothing agent (e.g., benzalkonium chloride, procaine hydrochloride, etc.), a stabilizer 
(e.g., human serum albumin, polyethylene glycol, etc.), apreservative (e.g., benzyl alcohol, phenol, etc.), an antioxidant, 
etc. The thus-prepared liquid for injection is normally filled in an appropriate ampoule. 

[0169] The vector in which the DNAa of the present invention is inserted may also be prepared into pharmaceutical 
preparations in a manner similar to the procedures above. Such preparations are generally used parenterally. 
[0170] Since the thus obtained pharmaceutical preparation is safe and low toxic, the preparation can be administered 
to human or other warm-blooded animal (e.g., rat, mouse, guinea pig, rabbit, chicken, sheep, swine, bovine, horse, 
cat, dog, monkey, chimpanzee, etc.). 

[0171] The dose of the protein a of the present invention varies depending on target disease, subject to be admin- 
istered, route for administration, etc.; for example, in oral administration for the treatment of infectious diseases, the 
dose is normally about 0.1 mg to about 1 00 mg, preferably about 1 .0 to about 50 mg, and more preferably about 1 ,0 
to about 20 mg per day for adult (as 60 kg body weight). In parenteral administration, the single dose varies depending 
on subject to be administered, target disease, etc. but it is advantageous for the treatment of infectious diseases to 
administer the protein intravenously at a daily dose of about 0.01 to about 30 mg, preferably about 0.1 to about 20 mg, 
and more preferably about 0.1 to about 10 mg for adult (as 60 kg body weight). For other animal species, the corre- 
sponding dose as converted per 60 kg body weight can be administered. 

(2) Screening of drug candidate compounds for disease 

[0172] Because the protein a of the present invention belongs to the chitinase family, a compound or its salt capable 
of promoting the activities (e.g., a chitinase activity, etc.) of the protein a of the present invention can be used as 
medicaments for the treatment/prevention of various diseases including immune diseases (e.g., autoimmune disease, 
immunodeficiency, allergic disease, etc.), infectious diseases (e.g., HIV infection, HBV infection, HCV infection, tuber- 
culosis infection, opportunistic infection, etc.), and the like. 

[0173] m On the other hand, the protein a of the present invention is increasingly expressed prior to inflammation of 
the lung/bronchi, and can thus be used as medicaments for the treatment/prevention of lung/chest diseases accom- 
panied by inflammation of the lung/airways, including bronchial asthma, chronic obstructive pulmonary disease, etc. 
[0174] Therefore, the protein a of the present invention is useful as a reagent for screening the compound or its salts 
capable of promoting or inhibiting the activities of the protein a of the present invention. 
[0175] That is, the present invention provides: 

(1) a method for screening the compound or its salts capable of promoting the activities (e.g., a chitinase activity, 
etc.) of the protein I, precursor protein I or partial peptide I, or its salts, of the present invention (hereinafter some- 
times merely referred to as the promoter) , or the compound or its salts capable of inhibiting the activities of the 
protein I, precursor protein I or partial peptide I, or its salts, of the present invention (hereinafter sometimes merely 
referred to as the inhibitor), which comprises using the protein I, precursor protein I or partial peptide I, or its salts, 
of the present invention. More specifically, the present invention provides, e.g.: 

(2) a method for screening the promoter or the inhibitor, which comprises comparing (i) the case where a chitinase 
substrate is brought into contact with the protein I, precursor protein I or partial peptide I, or its salts, of the present 
invention and (ii) the case where a chitinase substrate and a test compound are brought into contact with the 
protein I, precursor protein I or partial peptide I, or its salts, of the present invention. 

[0176] Specifically, in the screening method described above, themethodischaracterizedbymeasuring, e.g., the chi- 
tinase activity of the protein a of the present invention in the cases (i) and (ii), and comparing the cases. 
[0177] Examples of the substrate used are 4 -methylumbelliferyl p-D-N,N'-diacetylchitobiose, 4-methylumbelliferyl 
p-D-N,N , ,N"-triacetylchitobiose, p-nitrophenyl p-D-N,N',N"-triacetylchitobiose l chitin azure, etc. 
[0178] Examples of the test compound are a peptide, a protein, anon-peptidecompound, a synthetic compound, a 
fermentation product, a cell extract, a plant extract, an animal tissue extract and the like. These compounds maybe 
novel compounds or publicly known compounds. 

[0179] To perform the screening method described above, the protein a of the present invention is suspended in a 
buffer suitable for screening to prepare a specimen for the protein a of the present invention. Any buffer having pH of 
approximately 4 to 10 (desirably a pH of approximately 6 to 8) such as a phosphate buffer, Tris-hydrochloride buffer, 
etc. maybe used, so long as it does not interfere the reaction between the protein a of the present invention and the 
substrate. 

[0180] The chitinase activity of the protein a of the present invention can be determined by a publicly known method 
described in, e.g., J. Biol. Chem., 270, 2198 (1995), or its modification. 

[0181] For example, when a test compound increases the chitinase activity in (ii) described above by at least about 
20%, preferably at least 30%, more preferably at least about 50%, as compared to the case of (i) above, the test 



17 



EP 1 231 270 A1 



compound can be screened to be a compound capable of promoting the chitinase activity of the protein a of the present 
invention. On the other hand, a test compound can be screened to be a compound capable of inhibiting the chitinase 
activity of the protein a of the present invention, when the test compound inhibits the chitinase activity in (ii) described 
above by at least about 20%, preferably at least 30%, more preferably at least about 50%, as compared to the case 
5 of (i) above. 

[0182] The kit for screening according to the present invention comprises the protein I, precursor protein I or partial 
peptide I, or its salts, of the present invention. 

[01 83] The compounds or salts thereof obtained using the screening methods or screening kits of the present inven- 
tion are compounds screened from the test compounds described above, for example, peptides, proteins, non-peptide 
10 compounds, synthetic compounds, fermentation products, cell extracts, plant extracts, animal tissue extracts, blood 
plasma, etc., and are the compounds capable of promoting or inhibiting the activities (e.g., a chitinase activity, etc.) of 
the protein a of the present invention. 

[01 84] As salts of these compounds, there may be employed the same salts as those of the protein I of the present 
invention described above. 

is [0185] The compounds capable of promoting the activities (e.g., a chitinase activity, etc.) of the protein a of the 
present invention can be used as medicaments for the treatment/prevention of various diseases including immune 
diseases (e.g., autoimmune disease, immunodeficiency, allergic disease, etc.), infectious diseases (e.g., HIV infection, 
HBV infection, HCV infection, tuberculosis infection, opportunistic infection, etc.), and the like. 
[01 86] On the other hand, the compounds capable of inhibiting the activities of the protein a of the present invention 

20 can be used as medicaments for the treatment/prevention of lung/chest diseases accompanied by inflammation of the 
lung/airways, including bronchial asthma, chronic obstructive pulmonary disease, etc. 

[0187] When the compounds obtained using the screening methods or screening kits of the present invention are 
used as the therapeutic/prophylactic agents described above, they can be used in a conventional manner. The com- 
pounds may be used, for example, in the form of tablets, capsules, elixirs, microcapsules, a sterile solution, a suspen- 
ds sion, etc., as in the pharmaceuticals containing the protein a of the present invention described above. 

[01 88] Since the thus obtained pharmaceutical preparation is safe and low toxic, the preparation can be administered 
to human or other warm-blooded animal (e.g., mouse, rat, rabbit, sheep, swine, bovine, horse, chicken, cat, dog, 
monkey, chimpanzee, etc.). 

[0189] The dose of the compound or salts thereof varies depending on its action, target disease, subject to be ad- 
30 ministered, route for administration, etc.; when the compound capable of inhibiting the activity of the protein a of the 
present invention is orally administered for the treatment of, e.g., bronchial asthma, the compound is normally admin- 
istered in a dose of about 0.1 to about 1 00 mg, preferably about 1 .0 to about 50 mg, and more preferably about 1 .0 to 
about 20 mg per day for adult (as 60 kg body weight) . In parenteral administration, a single dose of the compound 
varies depending on subject to be administered, target disease, etc. but it is advantageous for the treatment of bronchial 
35 asthma to administer the compound capable of inhibiting the activity of the protein a of the present invention intrave- 
nously in the form of injection in a daily dose of about 0.01 to about 30 mg, preferably about 0.1 to about 20 mg, and 
more preferably about 0.1 to about 1 0 mg for adult (as 60 kg body weight). For other animal species, the corresponding 
dose as converted per 60 kg body weight can be administered. 

[0190] On the other hand, when the compound capable of promoting the activity of the protein a of the present 
40 invention is orally administered for the treatment of infectious diseases, the compound is normally administered in a 
dose of about 0.1 to about 100 mg, preferably about 1 .0 to about 50 mg, and more preferably about 1 .0 to about 20 
mg per day for adult (as 60 kg body weight) . In parenteral administration, a single dose of the compound varies 
depending on subject to be administered, target disease, etc. but it is advantageous for the treatment of infectious 
diseases to administer the compound capable of promoting the activity of the protein a of the present invention intra- 
45 venously in the form of injection in a daily dose of about 0.01 to about 30 mg, preferably about 0.1 to about 20 mg, 
and more preferably about 0.1 to about 10 mg for adult (as 60 kg body weight). For other animal species, the corre- 
sponding dose as converted per 60 kg body weight can be administered. 

(3) Screeningof drug candidate compounds forthe diseases with which the protein aorproteinb of thepresent invention 
50 is associated 

[0191] The protein of the present invention is a secretory protein; for example, the protein II is produced in the lung/ 
airways of mouse asthma model prior to inflammation, and thus considered to be associated with infiltration or activation 
of eosinophil, macrophage, etc. Therefore, the compound or its salt capable of inhibiting the activities of the protein a 
55 or protein b of the present invention can be employed as medicaments for the treatment/prevention of lung/chest 
diseases accompanied by inflammation of the lung/airways, including bronchial asthma, chronic obstructive pulmonary 
disease, etc. 

[0192] Thus, the protein of the present invention is useful as a reagent for screening the compound or salts thereof 
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capable of inhibiting the activities of the protein of the present invention. 
[0193] That is, the present invention provides: 

(1) a method for screening the compound capable of inhibiting the activities (e.g., an eosinophil-mediated chem- 
5 otactic activity, etc.) of the protein of the present invention (hereinafter sometimes merely referred to as the inhibitor, 

which comprises using the protein of the present invention. More specifically, the present invention provides, e.g.: 

(2) a method for screening the inhibitor, which comprises comparing (i) the case where an eosinophil is brought 
into contact with the protein of the present invention and (ii) the case where an eosinophil and a test compound 
are brought into contact with the protein of the present invention. 

10 

[0194] Specifically, in the screening method described above, the method is characterized by measuring, e.g., the 
eosinophil-mediated chemotactic activity of the protein of the present invention in the cases (i) and (ii), and comparing 
them. 

[0195] As the eosinophil, there is employed, e.g., mouse eosinophil, which can be prepared by a publicly known 
is method described in, e.g., J. Leukocyte Biol., 60, 573 (1996), or by a modification thereof. 

[0196] Examples of the test compound are a peptide, a protein, a non-peptide compound, a synthetic compound, a 
fermentation product, a cell extract, a plant extract, an animal tissue extract, and the like. These compounds may be 
novel compounds or publicly known compounds. 

[0197] To perform the screening method described above, the protein of the present invention is suspended in a 
20 buffer suitable for screening to prepare a specimen for the protein of the present invention. Any buffer having pH of 
approximately 4 to 10 (desirably a pH of approximately 6 to 8) such as a phosphate buffer, Tris-hydrochloridebuffer, 
etc. may be used, so long as it does not interfere the chemotactic reaction of eosinophils. 

[01 98] The eosinophil-mediated chemotactic activity of the protein of the present invention can be determined by a 
publicly known method described in, e.g., Immunity, 4, 1 (1996), or its modification. 
25 [0199] For example, when a test compound increases the eosinophil-mediated chemotactic activity in the case (ii) 
described above by at least about 20%, preferably at least 30%, more preferably at least about 50%, as compared to 
the case of (i) above, the test compound can be screened to be a compound capable of inhibiting the eosinophil- 
mediated chemotactic activity of the protein of the present invention. 

[0200] The compounds or salts thereof obtained using the screening methods or screening kits of the present inven- 
30 tion are compounds screened from the test compounds described above, for example, peptides, proteins, non-peptide 
compounds, synthetic compounds, fermentation products, cell extracts, plant extracts, animal tissue extracts, blood 
plasma, etc., and are the compounds capable of inhibiting the activities (e.g., an eosinophil-mediated chemotactic 
activity, etc.) of the protein of the present invention. 

[0201] As salts of these compounds, there may be employed the same salts as those of the protein I of the present 
35 invention described above. 

[0202] The compound capable of inhibiting the activities of the protein of the present invention is useful as medica- 
ments for the treatment/prevention of lung/chest diseases accompanied by inflammation of the lung/airways, including 
bronchial asthma, chronic obstructive pulmonary disease, etc. 

[0203] When the compounds obtained using the screening methods or screening kits of the present invention are 
^0 used as the therapeutic/prophylactic agents described above, they can be used in a conventional manner. The com- 
pounds may be used, for example, in the form of tablets, capsules, elixirs, microcapsules, a sterile solution, a suspen- 
sion, etc., as in the pharmaceuticals containing the protein a of the present invention described above. 
[0204] Since the thus obtained pharmaceutical preparation is safe and low toxic, the preparation can be administered 
to human or otherwarm-blooded animal (e.g., mouse, rat, rabbit, sheep, swine, bovine, horse, chicken, cat, dog, mon- 
45 key, chimpanzee, etc.). 

[0205] The dose of the compound or salts thereof varies depending on its action, target disease, subject to be ad- 
ministered, route for administration, etc.; when the compound capable of inhibiting the activity of the protein of the 
present invention is orally administered for the treatment of, e.g., bronchial asthma, the compound is normally admin- 
istered in a dose of about 0.1 to about 100 mg, preferably about 1 .0 to about 50 mg, and more preferably about 1 .0 to 

50 about 20 mg per day for adult (as 60 kg body weight) . In parenteral administration, a single dose of the compound 
varies depending on subject to be administered, target disease, etc. but it is advantageous forthe treatment of bronchial 
asthma to administer the compound capable of inhibiting the activity of the protein of the present invention intravenously 
in the form of injection in a daily dose of about 0.01 to about 30 mg, preferably about 0.1 to about 20 mg, and more 
preferably about 0.1 to about 10 mg for adult (as 60 kg body weight) . For other animal species, the corresponding 

55 dose as converted per 60 kg body weight can be administered. 
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(4) Quantification for the protein a or protein b of the invention 

[0206] The antibody to the protein of the present invention (hereinafter sometimes merely referred to as the antibody 
of the present invention) is capable of specifically recognizing the protein of the present invention, and can thus be 
5 used for a quantification of the protein of the present invention in a test sample fluid, in particular, for a quantification 
by sandwich immunoassay. 
[0207] That is, the present invention provides: 

(i) a method for quantification of the protein of the present invention in a test sample fluid, which comprises com- 
10 petitively reacting the antibody of the present invention, a test sample fluid and the labeled protein of the present 

invention, and measuring the ratio of the labeled protein of the present invention bound to said antibody; and, 

(ii) a method for quantification of the protein of the present invention in a test sample fluid, which comprises reacting 
the test sample fluid simultaneously or continuously with the antibody of the present invention immobilized on a 
carrier and another labeled antibody of the present invention, and then measuring the activity of the labeling agent 

is on the insoluble carrier. 

[0208] In the method (ii) for quantification described above, it is preferred that one antibody is capable of recognizing 
the N-terminal region of the protein of the present invention (preferably the protein I or protein il of the present 
invention) , while another antibody is capable of recognizing the C-terminal region of the protein of the present invention 
20 (preferably the protein I or protein II of the present invention). 

[0209] The monoclonal antibody to the protein of the present invention (hereinafter sometimes referred to as the 
monoclonal antibody of the invention) may be used to assay the protein of the present invention. Moreover, the protein 
can be detected by means of a tissue staining as well. For these purposes, the antibody molecule per se may be used 
or F(ab') 2 , Fab' or Fab fractions of the antibody molecule may also be used. 
25 [0210] There is no particular limitation to the method for quantification of the protein of the present invention using 
the antibody of the present invention; any method may be used, so far as it relates to a method, in which the amount 
of antibody, antigen or antibody-antigen complex can be detected by a chemical or physical means, depending on or 
corresponding to the amount of antigen (e.g., the amount of a protein) in a test sample fluid to be assayed, and then 
calculated using a standard curve prepared by a standard solution containing the known amount of antigen. Advanta- 
ge geously used are, for example, nephrometry, competitive method, immunometric method and sandwich method; in 
terms of sensitivity and specificity, the sandwich method, which will be described later, is particularly preferred. 
[0211] Examples of the labeling agent used in the assay method using the labeling substance are radioisotopes, 
enzymes, fluorescent substances, luminescent substances, and the like. Examples of the radioisotope are [ 125 l], [ 131 l], 
[ 3 H], [ 14 C], etc. Preferred examples of the enzyme are those that are stable and have a high specific activity, which 
35 include p-galactosidase, p-glucosidase, alkaline phosphatase, peroxidase, malate dehydrogenase, etc. Examples of 
the fluorescent substance are fluorescamine, fluorescein isothiocyanate, etc. Examples of the luminescent substance 
are luminol, a luminol derivative, luciferin, lucigenin, etc. Furthermore, the biotin-avidin system may also be used for 
binding of an antibody or antigen to a labeling agent 

[021 2] In the immobilization of antigens or antibodies, physical adsorption may be used. Alternatively, chemical bind- 
40 jng that is conventionally used for immobilization of proteins or enzymes may be used as well. Examples of the carrier 
include insoluble polysaccharides such as agarose, dextran and cellulose; synthetic resins such as polystyrene, poly- 
acrylamide and silicone; glass; etc. 

[021 3] In the sandwich method, a test sample fluid is reacted with an immobilized monoclonal antibody of the present 
invention (first reaction), then reacted with another labeledmonoclonal antibodyof thepresent invention (second reac- 

45 tion) and the activity of the labeling agent on the insoluble carrier is assayed, whereby the amount of the protein of the 
present invention in the test sample fluid can be quantified. The first and second reactions may be carried out in a 
reversed order, simultaneously or sequentially with an interval. The type of the labeling agent and the method for 
immobilization may be the same as those described hereinabove. In the immunoassay by the sandwich method, it is 
not always necessary that the antibody used for the labeled antibody and for the solid phase should be one type or 

50 one species but a mixture of two or more antibodies may also be used for the purpose of improving the measurement 
sensitivity, etc. 

[0214] In the method according to the present invention for assaying the protein of the present invention by the 
sandwich method, preferred monoclonal antibodies of the present invention used for the first and the second reactions 
are antibodies, which binding sites to the protein of the present invention are different from one another. That is, the 
55 antibodies used in the first and the second reactions are those wherein, when the antibody used in the second reaction 
recognizes the C-terminal region of the protein of the present invention, the antibody recognizing the site other than 
the C-terminal regions, e.g., recognizing the N-terminal region, is preferably used in the first reaction. 
[021 5] The monoclonal antibody of the present invention may be used in an assay system other than the sandwich 
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method, such as a competitive method, an immunometric method, a nephrometry, etc. 

[0216] |n tne competitive method, an antigen in a test sample fluid and a labeled antigen are competitively reacted 
with an antibody, then the unreacted labeled antigen (F) and the labeled antigen bound to the antibody (B) are separated 
(i.e., B/F separation) and the labeled amount of either B or F is measured to determine the amount of the antigen in 

5 the test sample fluid. In the reactions for such a method, there are a liquid phase method in which a soluble antibody 
is used as the antibody and the B/F separation is effected by polyethylene glycol while a second antibody to the antibody 
is used, and a solid phase method in which an immobilized antibody is used as the first antibody or a soluble antibody 
is used as the first antibody while an immobilized antibody is used as the second antibody. 
[0217J In the immunometric method, an antigen in a test sample fluid and an immobilized antigen are competitively 

10 reacted with a given amount of a labeled antibody followed by separating the solid phase from the liquid phase; or an 
antigen in a test sample fluid and an excess amount of labeled antibody are reacted, then an immobilized antigen is 
added to bind an unreacted labeled antibody to the solid phase and the solid phase is separated from the liquid phase. 
Thereafter, the labeled amount of any of the phases is measured to determine the antigen amount in the test sample 
fluid. 

15 [0218] In the nephrometry, the amount of insoluble sediment, which is produced as a result of the antigen-antibody 
reaction in a gel or in a solution, is measured. Even when the amount of an antigen in a test sample fluid is small and 
only a small amount of the sediment is obtained, a laser nephrometry utilizing laser scattering can be suitably used. 
[0219] In applying each of those immunoassays to the assay method for the present invention, any special conditions 
or operations are not required to set forth. The assay system for the protein of the present invention may be constructed 

20 in addition to conditions or operations conventionally used for each of the methods, taking the technical consideration 
of one skilled in the art into account consideration. For the details of such conventional technical means, a variety of 
reviews, reference books, etc. may be referred to. 
[0220] For example, there are Hiroshi Irie (ed.): 

25 "Radioimmunoassay" (published by Kodansha, 1974); Hiroshi Irie (ed.): "Radioimmunoassay; Second Series" 

(published by Kodansha, 1979); Eiji Ishikawa, et al. (ed.): "Enzyme Immunoassay" (published by Igaku Shoin, 
1978); Eiji Ishikawa, etal. (ed.): "Enzyme Immunoassay" (Second Edition) (published by Igaku Shoin, 1982); Eiji 
Ishikawa, et al. (ed.): "Enzyme Immunoassay" (Third Edition) (published by Igaku Shoin, 1987); "Methods in En- 
zymology" Vol. 70 (Immunochemical Techniques (Part A)); ibid., Vol. 73 (Immunochemical Techniques (Part B)); 

30 ibid., Vol. 74 (Immunochemical Techniques (Part C)); ibid., Vol. 84 (Immunochemical Techniques (Part D: Selected 

Immunoassays)); ibid., Vol. 92 (Immunochemical Techniques (Part E: Monoclonal Antibodies and General Immu- 
noassay Methods)); ibid., Vol. 121 (Immunochemical Techniques (Part I: Hybridoma Technology and Monoclonal 
Antibodies)) (published by Academic Press); etc.) 

35 [0221] As described above, the protein of the present invention can be quantified with high sensitivity, using the 
antibody of the present invention. 

[0222] Furthermore, (1) when an increased level of the protein of the present invention is detected by quantifying 
the level of the protein of the present invention using the antibody of the present invention, it can be diagnosed that 
one suffers from diseases such as lung/chest diseases accompanied by inflammation of the lung/airways, including 
40 bronchial asthma, chronic .obstructive pulmonary disease, etc., or it is highly likely to suffer from these disease in the 
future. 

[0223] The antibody of the present invention can be employed for detecting the protein of the present invention, 
which is present in a test sample fluid such as a body fluid, a tissue, etc. The antibody can also be used to prepare an 
antibody column for purification of the protein of the present invention, detect the protein of the present invention in 
45 each fraction upon purification, and analyze the behavior of the protein of the present invention in the cells under 
investigation. 

(5) Gene diagnostic agent 

50 [0224] By using the DNA of the present invention, e.g., as a probe, an abnormality (gene abnormality) of the DNA 
or mRNA encoding the protein of the present invention in human or warm-blooded animal (e.g., rat, mouse, guinea 
pig, rabbit, chicken, sheep, swine, bovine, horse, cat, dog, monkey, chimpanzee, etc.)can be detected. Therefore, the 
DNA of the present invention is useful as a gene diagnostic agent for detecting damages to the DNA or mRNA, its 
mutation, or decreased expression, increased expression, overexpression, etc. of the DNA or mRNA. 

55 [0225] The gene diagnosis described above using the DNA of the present invention can be performed by, for example, 
the publicly known Northern hybridization assay or the PCR-SSCP assay (Genomics, 5, 874-879 (1989); Proceedings 
of the National Academy of Sciences of the United States of America, 86, 2766-2770 (1 989)), etc. 
[0226] In case that overexpression is detected by, e.g., the Northern hybridization or DNA mutation is detected by 
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the PCR-SSCP assay, it can be diagnosed that it is highly likely to suffer from diseases such as lung/chest diseases 
accompanied by inflammation of the lung/airways including bronchial asthma, chronic obstructive pulmonary disease, 
etc. 

5 (6) Pharmaceutical comprising an antisense DNA 

[0227] An antisense DNA that binds to the DNA of the present invention complementarily to suppress expression of 
the DNA can be used as the agent for the treatment/prevention of diseases such as lung/chest diseases accompanied 
by inflammation of the lung/airways including bronchial asthma, chronic obstructive pulmonary disease, etc., since the 
10 antisense DNA can suppress production of the protein of the present invention in vivo. 

[0228] In the case that the antisense DNA described above is used as the therapeutic/prophylactic agent, the ther- 
apeutic/prophylactic agents for various diseases described above comprising the DNA of the present invention apply 
similarly to the antisense DNA. 

[0229] For example, when the antisense DNA is used, the antisense DNA is administered directly, or the antisense 
15 DNA is inserted into an appropriate vector such as retrovirus vector, adenovirus vector, adenovirus-associated virus 
vector, etc., followed by treating in a conventional manner. The antisense DNA may be administered as it stands, or 
with a physiologically acceptable carrier to assist its uptake by gene gun or through a catheter such as a catheter with 
a hydrogel. Alternatively, the antisense DNA may be prepared into an aerosol, which is locally administered into the 
trachea as an inhalant. 

20 [0230] In addition, the antisense DNA may also be employed as an oligonucleotide probe for diagnosis to examine 
the presence of the DNA of the present invention in tissues or cells and states of its expression. 

(7) Pharmaceutical composition comprising the antibody of the present invention 

25 [0231] The DNA of the present invention having an activity of neutralizing the protein of the present invention can 
be used as a medicament for diseases such as lung/chest diseases accompanied by inflammation of the lung/airways 
including bronchial asthma, chronic obstructive pulmonary disease, etc. 

[0232] The aforesaid therapeutic/prophylactic agent containing the antibody of the invention for the diseases de- 
scribed above can be administered orally or parenterally to human or other warm-blooded animal (e.g., rat, rabbit, 

30 sheep, swine, bovine, cat, dog, monkey, etc.), in its liquid form as it stands, or as a pharmaceutical composition in a 
suitable preparation form. The dose varies depending on subject to be administered, target disease, condition, route 
for administration, etc.; when the agent is administered to adult for the treatment/prevention of, e.g., bronchial asthma, 
the antibody of the present invention is normally advantageously administered intravenously, about 1 to about 1 times 
a day, preferably about 1 to 3 times a day, in a single dose of about 0.01 to about 20 mg/kg body weight, preferably 

35 about 0.1 to about 10 mg/kg body weight, and more preferably about 0.1 to about 5 mg/kg body weight for adult. For 
other parenteral administration and oral administration, the dose corresponding to the dose above can be administered; 
when the condition is especially severe, the dose may be increased accordingly to the condition. 
[0233] The antibody of the present invention may be administered in itself or as an appropriate pharmaceutical com- 
position. The pharmaceutical composition used for the administration described above contains a pharmacologically 

40 acceptable carrier with the aforesaid compounds or salts thereof, a diluent or excipient. Such a composition is provided 
in the preparation suitable for oral or parenteral administration. 

[0234] That is, examples of the composition for oral administration include solid or liquid preparations, specifically, 
tablets (including dragees and film-coated tablets), pills, granules, powdery preparations, capsules (including soft cap- 
sules), syrup, emulsions, suspensions, etc. Such a composition is manufactured by publicly known methods and con- 
45 tains a vehicle, a diluent or an excipient conventionally used in the field of pharmaceutical preparations. Examples of 
the vehicle or excipient for tablets are lactose, starch, sucrose, magnesium stearate, etc. 

[0235] Examples of the composition for parenteral administration that can be used are injections, suppositories, etc. 
and the injections include the form of intravenous, subcutaneous, transcutaneous, intramuscular and drip injections, 
etc. Such injections are prepared by publicly known methods, e.g., by dissolving, suspending or emulsifying the afore- 

50 said antibody or its salts in a sterile aqueous or oily liquid medium. For the aqueous medium for injection, for example, 
physiological saline and isotonic solutions containing glucose and other adjuvant, etc. are used. Appropriate dissolution 
aids, for example, alcohol (e.g., ethanol), polyalcohol (e.g., propylene glycol, polyethylene glycol), nonionic surfactant 
(e.g., polysorbate 80™, HCO-50 (polyoxyethylene (50 mol) adduct of hydrogenated castor oil)) may be used in com- 
bination. For the oily solution, for example, sesame oil, soybean oil and the like are used, and dissolution aids such 

55 as benzyl benzoate and benzyl alcohol may be used in combination. The thus-prepared liquid for injection is normally 
filled in an appropriate ampoule. The suppository used for rectal administration is prepared by mixing the aforesaid 
antibody or its salts with conventional suppository base. 

[0236] The oral or parenteral pharmaceutical composition described above is advantageously prepared in a unit 
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dosage form suitable for the dose of the active Ingredient. Examples of such unit dosage form include tablets, pills, 
capsules, injections (ampoules), suppositories, etc. It is preferred that the antibody described above is contained gen- 
erally in a dose of 5 to 500 mg per unit dosage form, 5 to 1 00 mg especially for injections and 1 0 to 250 mg for other 
preparations. 

5 [0237] Each composition described above may further contain other active components unless formulation with the 
antibody causes any adverse interaction. 

(8) DNA transgenic animal 

10 [0238] The present invention provides a non-human mammal bearing DNA encoding the protein of the present in- 
vention, which is exogenous (hereinafter abbreviated as the exogenous DNA of the present invention) or its variant 
DNA (sometimes simply referred to as the exogenous variant DNA of the present invention). 
[0239] Thus, the present invention provides; 

'5 (1 ) a non-human mammal bearing the exogenous DNA of the present invention or its variant DNA; 

(2) the mammal according to (1 ), wherein the non-human mammal is a rodent; 

(3) the mammal according to (2), wherein the rodent is mouse or rat; and, 

(4) a recombinant vector bearing the exogenous DNA of the present invention or its variant DNA and capable of 
expressing in a mammal. 

20 

[0240] The non-human mammal bearing the exogenous DNA of the present invention or its variant DNA (hereinafter 
simply referred to as the DNA transgenic animal of the present invention) can be created by transfecting a desired 
DNA into an unfertilized egg, a fertilized egg, a spermatozoon, a germinal cell containing a primordial germinal cell 
thereof, or the like, preferably in the embryo genie stage in the development of a non-human mammal (more preferably 

25 in the single cell or fertilized cell stage and generally before the 8-cell phase), by standard means, such as the calcium 
phosphate method, the electric pulse method, the lipofection method, the agglutination method, the microinjection 
method, the particle gun method, the DEAE-dextran method, etc. Also, it is possible to transfect the exogenous DNA 
of the present invention into a somatic cell, a living organ, a tissue cell, or the like by the DNA transfection methods, 
and utilize the transformant for cell culture, tissue culture, etc. In addition, these cells may be fused with the above- 

30 described germinal cell by a publicly known cell fusion method to create the DNA transgenic animal of the present 
invention. 

[0241] Examples of the non-human mammal that can be used include bovine, swine, sheep, goat, rabbits, dogs, 
cats, guineapigs, hamsters, mice, rats, and the like. Above all, preferred are rodents, especially mice (e.g., C57B1/6 
strain, DBA2 strain, etc. for the pure line and for the cross line, B6C3F 1 strain, BDF 1 strain B6D2F-, strain, BALB/c 
35 strain, ICR strain, etc.) or rats (e.g., Wistar, SD, etc.), since they are relatively short in ontogeny and life cycle from a 
standpoint of creating model animals for human disease. 

[0242] "Mammals" in a recombinant vector that can be expressed in the mammals include the aforesaid non-human 
mammals and human. 

[0243] The exogenous DNA of the present invention refers to the DNA of the present invention that is once isolated 
40 and extracted from mammals, not the DNA of the present invention inherently possessed by the non-human mammals. 
[0244] The variant DNA of the present invention includes mutants resulting from variation (e.g., mutation, etc.) in the 
base sequence of the original DNA of the present invention, specifically DNAs resulting from base addition, deletion, 
substitution with other bases, etc. and further including abnormal DNA. 

[0245] The abnormal DNA is intended to mean a DNA that expresses the abnormal protein of the present invention 
45 and exemplified by a DNA that expresses a protein to suppress the functions of the normal protein of the present 
invention. 

[0246] The exogenous DNA of the present invention may be any one of those derived from a mammal of the same 
species as, or a different species from, the mammal as the target animal. In transfecting the DNA of the present in- 
vention, it is generally advantageous to use the DNA as a DNA construct in which the DNA is ligated downstream a 

50 promoter capable of expressing the DNA in the target animal. For example, in the case of transfecting the human DNA 
of the present invention, a DNA transgenic mammal that expresses the DNA of the present invention to a high level, 
can be prepared by microinjecting a DNA construct (e.g., vector, etc.) ligated with the human DNA of the present 
invention into a fertilized egg of the target non-human mammal downstream various promoters which are capable of 
expressing the DNA derived from various mammals (e.g., rabbits, dogs, cats, guinea pigs, hamsters, rats, mice, etc.) 

55 bearing the DNA of the present invention highly homologous to the human DNA. 

[0247] As expression vectors for the protein of the present invention, there are Escherichia co//-derived plasmids, 
Bacillus subtilis-der'wed plasmids, yeast -derivedplasmids, bacteriophages such as X phage, retroviruses such as Molo- 
ney leukemia virus, etc., and animal viruses such as vaccinia virus, baculovirus, etc. Of these vectors, Escherichia 

( 
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co/Aderived piasmids, Bacillus sivbtf//s-derived plasmids, or yeast-derived plasmids, etc. are preferably used. 
[0248] Examples of these promoters for regulating the DNA expression described above include 1) promoters for 
DNA derived from viruses (e.g., simian virus, cytomegalovirus, Moloney leukemia virus, JC virus, breast cancer virus, 
poliovirus, etc.), and 2) promoters derived from various mammals (human, rabbits, dogs, cats, guinea pigs, hamsters, 
rats, mice, etc) , for example, promoters of albumin, insulin II, uroplakin II, elastase, erythropoietin, endothelin, mus- 
cular creatine kinase, glial fibrillary acidic protein, glutathione S-transferase, platelet-derived growth factor ft keratins 
K1 , K1 0 and K14, collagen types I and II, cyclic AM P-dependent protein kinase pi subunit, dystrophin, tartarate-resistant 
alkaline phosphatase, atrial natriuretic factor, endothelial receptor tyrosine kinase (generally abbreviated as Tie2), 
sodium-potassium adenosine triphosphorylase (Na, K-ATPase), neurofilament light chain, metallothioneins I and IIA, 
metalloproteinase I tissue inhibitor, MHC class I antigen (H-2L), H-ras, renin, dopamine p-hydroxylase, thyroid perox- 
idase (TPO), polypeptide chain elongation factor 1 a (EF-1 a), p actin, a and p myosin heavy chains, myosin light chains 
1 and 2, myelin base protein, thyroglobulins, Thy-1, immunoglobulins, H-chain variable region (VNP), serum amyloid 
component P, myoglobin, troponin C, smooth muscle a actin, preproencephalin A, vasopressin, etc. Among them, 
cytomegalovirus promoters, human polypeptide elongation factor 1a (EF-1 a) promoters, human and chicken p actin 
promoters, etc., which protein can highly express in the whole body are preferred. 

[0249] It is preferred that the vectors described above have a sequence for terminating the transcription of the desired 
messenger RNA in the DNA transgenic animal (generally termed terminator); for example, a sequence of each DNA 
derived from viruses and various mammals. SV40 terminator of the simian virus, etc. are preferably used. 
[0250] In addition, for the purpose of increasing the expression of the desired exogenous DNA to a higher level, the 
splicing signal and enhancer region of each DNA, a portion of the intron of an eukaryotic DNA may also be ligated at 
the 5' upstream of the promoter region, or between the promoter region and the translational region, or at the 3' down- 
stream of the translational region, depending upon purposes. 

[0251] The translational region for the normal protein of the present invention can be obtained using as a starting 
material the entire genomic DNA or its portion of liver, kidney, thyroid cell or fibroblast origin from human or various 
mammals (e.g., rabbits, dogs, cats, guinea pigs, hamsters, rats, mice, etc.) or of various commercially available ge- 
nomic DNA libraries, or using complementary DNA prepared by a publicly known method from RNA of liver, kidney, 
thyroid cell or fibroblast origin as a starting material. Also, an exogenous abnormal DNA can be obtained using com- 
plementary DNA prepared by a publicly known method from RNA of human fibroblast origin as a starting material. 
Alternatively, the translational region for a normal protein translational region obtained by the cell or tissue described 
above can be made variant by point mutagenesis. 

[0252] The translational region can be prepared by a conventional genetic engineering technique, in which the DNA 
is ligated downstream the aforesaid promoter and if desired, upstream the translation termination site, as a DNA con- 
struct capable of being expressed in the transgenic animal. 

[0253] The exogenous DNA of the present invention is transfected at the fertilized egg cell stage in a manner such 
that the DNA is certainly present in all the germinal ceils and somatic cells of the target mammal. The fact that the 
exogenous DNA of the present invention is present in the germinal cells of the animal prepared by DNA transfection 
means that all offspring of the prepared animal will maintain the exogenous DNA of the present invention in all of the 
germinal cells and somatic cells thereof. The offspring of the animal that inherits the exogenous DNA of the present 
invention also have the exogenous DNA of the present invention in all of the germinal cells and somatic cells thereof. 
[0254] The non-human mammal in which the normal exogenous DNA of the present invention has been transfected 
can be passaged as the DNA-bearing animal under ordinary rearing environment, by confirming that the exogenous 
DNA is stably retained by mating. 

[0255] By the transfection of the exogenous DNA of the present invention at the fertilized egg cell stage, the DNA is 
retained to be excess in all of the germinal and somatic cells. The fact that the exogenous DNA of the present invention 
is excessively present in the germinal cells of the prepared animal after transfection means that the exogenous DNA 
of the present invention is excessively present in all of the germinal cells and somatic cells thereof. The offspring of 
the animal that inherits the exogenous DNA of the present invention have excessively the DNA of the present invention 
in all of the germinal cells and somatic cells thereof. 

[0256] By obtaining a homozygotic animal having the transfected DNA in both of homologous chromosomes and 
mating a male and female of the animal, all offspring can be passaged to retain the DNA. 

[0257] In a non-human mammal bearing the normal DNA of the present invention, the normal DNA of the present 
invention has expressed to a high level, and may eventually develop the accentuated function of the protein of the 
present invention by promoting the function of endogenous normal DNA. Therefore, the animal can be utilized as a 
pathologic model animal for such a disease. For example, using the normal DNA transgenic animal of the present 
invention, it is possible to elucidate the mechanism of the accentuated function of the protein of the present invention 
and the pathological mechanism of the disease associated with the protein of the present invention and to determine 
how to treat the disease. 

[0258] Furthermore, since a mammal transfected the exogenous normal DNA of the present invention exhibits a 



24 



EP 1 231 270 A1 



symptom of increasing the protein of the present invention liberated, the animal is usable for screening the therapeutic 
agent for the disease associated with the protein of the present invention. 

[0259] On the other hand, non-human mammal having the exogenous abnormal DNA of the present invention can 
be passaged under normal breeding conditions as the DNA-bearing animal by confirming the stable retaining of the 

5 exogenous DNA via crossing. Furthermore, the desired exogenous DNA can be utilized as a starting material by in- 
serting the DNA into the plasmid described above. The DNA construct with a promoter can be prepared by conventional 
genetic engineering techniques. The transfection of the abnormal DNA of the present invention at the fertilized egg 
cell stage is preserved to be present in all of the germinal and somatic cells of the mammals to be subjected. The fact 
that the abnormal DNA of the present invention is present in the germinal cells of the animal after DNA transfection 

10 means that all of the offspring of the prepared animal have the abnormal DNA of the present invention in all of the 
germinal and somatic cells. Such an offspring passaged the exogenous DNA of the present invention contains the 
abnormal DNA of the present invention in all of the germinal and somatic cells. A homozygous animal having the 
introduced DNA on both of homologous chromosomes can be acquired arid then by mating these male and female 
animals, all the offspring can be bled to have the DNA. 

is [0260] Since non-human mammal having the abnormal DNA of the present invention may express the abnormal 
DNA of the present invention at a high level, the animal may be the function inactivation type inadaptability of the 
protein of the present invention by inhibiting the function of the endogenous normal DNA and can be utilized as its 
disease model animal. For example, using the abnormal DNA-transgenic animal of the present invention, it is possible 
to elucidate the mechanism of inadaptability of the protein of the present invention and to perform to study a method 

20 for treatment of this disease. 

[0261] More specifically, the transgenic animal expressing the abnormal DNA of the present invention to a high level 
is also expected to serve as an experimental model for the elucidation of the mechanism of the functional inhibition 
(dominant negative effect) of normal protein by the abnormal protein of the present invention in the function inactive 
type inadaptability of the protein of the present invention. 

25 [0262] A mammal bearing the abnormal exogenous DNA of the present invention is also expected to serve for screen- 
ing a candidate drug for the treatment of the function inactive type inadaptability of the protein of the present invention, 
since the protein of the present invention is increased in such an animal in its free form. 
[0263] Other potential applications of two kinds of the transgenic animals described above include: 

30 1) use as a cell source for tissue culture; 

2) elucidation of the relation to a protein that is specifically expressed or activated by the protein of the present 
invention, by direct analysis of DNA or RNA in tissue of the DNA transgenic animal of the present invention or by 
analysis of the protein tissue expressed by the DNA; 

3) research in the function of cells derived from tissues that are cultured usually only with difficulty, using cells of 
35 tissue bearing the DNA cultured by a standard tissue culture technique; 

4) screening of a drug that enhances the functions of cells using the cells described in 3) above; and, 

5) isolation and purification of the variant protein of the present invention and preparation of an antibody thereto. 

[0264] Furthermore, clinical conditions of a disease associated wit the protein of the present invention, including the 

40 function inactive type inadaptability of the protein of the present invention can be determined using the DNA transgenic 
animal of the present invention. Also, pathological findings on each organ in a disease model associated with the 
protein of the present invention can be obtained in more detail, leading to the development of a new method for treatment 
as well as the research and therapy of any secondary diseases associated with the disease. 
[0265] It is also possible to obtain a free DNA-transfected cell by withdrawing each organ from the DNA transgenic 

45 animal of the present invention, mincing the organ and degrading with a proteinase such as trypsin, etc., followed by 
establishing the line of culturing or cultured cells. Furthermore, the DNA transgenic animal of the present invention can 
serve as identification of cells capable of producing the protein of the present invention, and as studies on association 
with apoptosis, differentiation or propagation or on the mechanism of signal transduction in these properties to inspect 
any abnormality therein. Thus the DNA transgenic animal of the present invention can provide an effective research 

so material for the protein of the present invention and for elucidating the function and effect thereof. 

[0266] To develop a drug for the treatment of diseases associated with the protein of the present invention, including 
the function inactive type inadaptability of the protein of the present invention, using the DNA transgenic animal of the 
present invention, an effective and rapid method for screening can be provided by using the method for inspection and 
the method for quantification, etc. described above. It is also possible to investigate and develop a method for DNA 

55 therapy for the treatment of diseases associated with the protein of the present invention, using the DNA transgenic 
animal of the present invention or a vector capable of expressing the exogenous DNA of the present invention. 
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(9) Knockout animal 

[0267] The present invention provides a non-human mammal embryonic stem cell bearing the DNA of the present 
invention inactivated and a non-human mammal deficient in expressing the DNA of the present invention. 
[0268] Thus, the present invention provides: 

(1) a non-human embryonic stem cell, in which the DNA of the present invention is inactivated; 

(2) an embryonic stem cell according to (1), wherein the DNA is inactivated by introducing a reporter gene (e.g., 
p-galactosidase gene derived from Escherichia coii); 

(3) an embryonic stem cell according to (1), which is resistant to neomycin; 

(4) an embryonic stem cell according to (1), wherein the non-human mammal is a rodent; 

(5) an embryonic stem cell according to (4), wherein the rodent is mouse; 

(6) a non-human mammal deficient in expressing the DNA of the present invention, wherein the DNA is inactivated; 

(7) a non-human mammal according to (6), wherein the DNA is inactivated by inserting a reporter gene (e.g., 0- 
galactosidase derived from Escherichia coil) therein and the reporter gene is capable of being expressed under 
control of a promoter for the DNA of the present invention; 

(8) a non-human mammal according to (6), wherein the non-human mammal is a rodent; 

(9) a non-human mammal according to (8), wherein the rodent is mouse; and, 

(10) a method for screening a compound capable of promoting or inhibiting the promoter activity for the DNA of 
the present invention, which comprises administering a test compound to the mammal of (7) and detecting ex- 
pression of the reporter gene. 

[0269] The non-human mammal embryonic stem cell, in which the DNA of the present invention is inactivated, refers 
to a non-human mammal embryonic stem cell that suppresses the ability of the non-human mammal to express the 
DNA by artificially mutating the DNA of the present invention, or the DNA has no substantial ability to express the 
protein of the present invention (hereinafter sometimes referred to as the knockout DNA of the present invention) by 
substantially inactivating the activities of the protein of the present invention encoded by the DNA (hereinafter merely 
referred to as ES cell). 

[0270] As the non-human mammal, the same examples as described above apply. 

[0271] Techniques for artificially mutating the DNA of the present invention include deletion of a part or all of the DNA 
sequence and insertion of or substitution with other DNA, by genetic engineering. By these variations, the knockout 
DNA of the present invention may be prepared, for example, by shifting the reading frame of a codon or by disrupting 
the function of a promoter or exon. 

[0272] Specifically, the non-human mammal embryonic stem cell in which the DNA of the present invention is inac- 
tivated (hereinafter merely referred to as the ES cell with the DNA of the present invention inactivated or the knockout 
ES cell of the present invention) can be obtained by, for example, isolating the DNA of the present invention that the 
desired non-human mammal possesses, inserting a DNA fragment having a DNA sequence constructed by inserting 
a drug resistant gene such as a neomycin resistant gene or a hygromycin resistant gene, or a reporter gene such as 
lacZ (p-galactosidase gene) or cat (chloramphenicol acetyltransferase gene), etc. into its exon site thereby to disable 
the functions of exon, or integrating to a chromosome of the subject animal by, e.g., homologous recombination, a 
DNA sequence which terminates gene transcription (e.g., poly A additional signal, etc.) in the intron between exons 
thus to inhibit the synthesis of complete messenger RN A and eventually destroy the gene (hereinafter simply referred 
to as targeting vector) . The thus obtained ES cells is subjected to Southern hybridization analysis with a DNA sequence 
on or near the DNA of the present invention as a probe, or to PCR analysis with a DNA sequence on the targeting 
vector and another DNA sequence near the DNA of the present invention, which is not included in the targeting vector 
as primers, to select the knockout ES cell of the present invention. 

[0273] The parent ES cells to inactivate the DNA of the present invention by homologous recombination, etc. may 
be of a strain already established as described above, or may be originally established in accordance with a modification 
of the known method by Evans and Kaufman supra. For example, in the case of mouse ES cells, currently it is common 
practice to use ES cells of the 129 strain. However, since their immunological background is obscure, the C57BL/6 
mouse or the BDF 1 mouse (Fj hybrid between C57BL/6 and DBA/2), wherein the low ovum availability per C57BL76 
in the C57BI76 mouse has been improved by crossing with DBA/2, may be preferably used, instead of obtaining a 
pure line of ES cells with the clear immunological genetic background and for other purposes. The BDF 1 mouse is 
advantageous in that, when a pathologic model mouse is generated using ES cells obtained therefrom, the genetic 
background can be changed to that of the C57BL/6 mouse by back-crossing with the C57BL/6 mouse, since its back- 
ground is of the C57BL/6 mouse, as well as being advantageous in that ovum availability per animal is high and ova 
are robust. 

[0274] In establishing ES cells, blastocytes at 3. 5 days after fertilization are commonly used. In thepresent invention, 
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embryos are preferably collected at the 8-cell stage, after culturing until the blastocyte stage, the embryos are used to 
efficiently obtain a large number of early stage embryos. 

[0275] Although the ES cells used may be of either sex, male ES cells are generally more convenient for generation 
of a germ cell line chimera and are therefore preferred. It is also desirable that sexes be identified as soon as possible 

5 to save painstaking culture time. 

[0276] Methods for sex identification of the ES cell include the method in which a gene in the sex-determining region 
on the Y-chromosome is amplified by the PCR process and detected. When this method is used, one colony of ES 
cells (about 50 cells) is sufficient for sex-determination analysis, which karyotype analysis, for example G-banding 
method, requires about 1 0 6 cells; therefore, the first selection of ES cells at the early stage of culture can be based on 

10 sex identification, and male cells can be selected early, which saves a significant amount of time at the early stage of 
culture. 

[0277] Second selection can be achieved by, for example, number of chromosome confirmation by the G-banding 
method. It is usually desirable that the chromosome number of the obtained ES cells be 100% of the normal number. 
However, when it Is difficult to obtain the cells having the normal number of chromosomes due to physical operation 

'5 etc. in cell establishment, it is desirable that the ES cell be again cloned to a normal cell (e.g., in mouse cells having 
the number of chromosomes being 2n = 40) after the gene of the ES cells is rendered knockout. 
[0278] Although the embryonic stem cell line thus obtained shows a very high growth potential, it must be subcultured 
with great care, since it tends to lose its ontogenic capability. For example, the embryonic stem cell line is cultured at 
about 37°C in a carbon dioxide incubator (preferably about 5% carbon dioxide and about 95% air, or about 5% oxygen, 

20 about 5% carbon dioxide and 90% air) in the presence of LIF (1 to 10000 U/ml) on appropriate feeder cells such as 
STO fibroblasts, treated with a trypsin/EDTA solution (normally about 0.001 to about 0.5% trypsin/about 0.1 to about 
5 mM EDTA, preferably about 0.1% trypsin/1 mM EDTA) at the time of passage to obtain separate single cells, which 
are then seeded on freshly prepared feeder cells. This passage is normally conducted every 1 to 3 days; it is desirable 
that cells be observed at passage and cells found to be morphologically abnormal in culture, if any, be abandoned. 

25 [0279] Where ES cells are allowed to reach a high density in mono-layers or to form cell aggregates in suspension 
under appropriate conditions, they will spontaneously differentiate to various cell types, for example, pariental and 
visceral muscles, cardiac muscle or the like [M. J. Evans and M. H. Kaufman, Nature, 292, 154, 1981; G. R. Martin, 
Proc. Natl. Acad. Sci. U.S.A., 78, 7634, 1 981 ; T. C. Doetschman et al., Journal of Embryology Experimental Morphology, 
87, 27, 1985]. The cells deficient in expression of the DNA of the present invention, which are obtainable from the 

30 differentiated ES cells of the present invention are useful for studying the functions of the protein of the present invention 
cytologically 

[0280] The non-human mammal deficient in expression of the DNA of the present invention can be identified from 
a normal animal by measuring the mRNA amount in the subject animal by a publicly known method, and indirectly 
comparing the degrees of expression. 

35 [0281] As the non-human mammal, the same examples supra apply. 

[0282] With respect to the non-human mammal deficient in expression of the DNA of the present invention, the DNA 
of the present invention can be made knockout by transfecting a targeting vector, prepared as described above, to 
non-human mammal embryonic stem cells or oocytes thereof, and conducting homologous recombination in which a 
targeting vector DNA sequence, wherein the DNA of the present invention is inactivated by the transfection, is replaced 

40 with the DNA of the present invention on a chromosome of a non-human mammal embryonic stem cell or embryo 
thereof. 

[0283] The knockout cells with the DNA of the present invention disrupted can be identified by Southern hybridization 
analysis with a DNA fragment on or near the DNA of the present invention as a probe, or by PCR analysis using a 
DNA sequence on the targeting vector and another DNA sequence which is not included in the targeting vector as 

45 primers. When non-human mammalian embryonic stem cells are used, a cell line wherein the DNA of the present 
invention is inactivated by homologous recombination is cloned; the resulting cloned cell line is injected to, e.g., a non- 
human mammalian embryo or blastocyte, at an appropriate stage such as the 8-cell stage. The resulting chimeric 
embryos are transplanted to the uterus of the pseudopregnant non-human mammal. The resulting animal is a chimeric 
animal composed of both cells having the normal locus of the DNA of the present invention and those having an 

50 artificially mutated locus of the DNA of the present invention. 

[0284] When some germ cells of the chimeric animal have a mutated locus of the DNA of the present invention, an 
individual, which entire tissue is composed of cells having a mutated locus of the DNA of the present invention can be 
selected from a series of offspring obtained by crossing between such a chimeric animal and a normal animal, e.g., 
by coat color identification, etc. The individuals thus obtained are normally deficient in heterozygous expression of the 

55 protein of the present invention. The individuals deficient in homozygous expression of the protein of the present in- 
vention can be obtained from offspring of the intercross between the heterozygotes. 

[0285] When an oocyte or egg cell is used, a DNA solution may be injected, e.g., to the prenucleus by microinjection 
thereby to obtain a transgenic non-human mammal having a targeting vector introduced in a chromosome thereof. 
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From such transgenic non-human mammals, those having a mutation at the locus of the DNA of the present invention 
can be obtained by selection based on homologous recombination. 

[0286] As described above, individuals, in which the DNA of the present invention is rendered knockout, permit 
passage rearing under ordinary rearing conditions, after the individuals obtained by their crossing have proven to have 
5 been knockout. 

[0287] Furthermore, the genital system may be obtained and maintained by conventional methods. That is, by cross- 
ing male and female animals each having the inactivated DNA, homozygote animals having the inactivated DNA in 
both loci can be obtained. The homozygotes thus obtained may be reared so that one normal animal and two or more 
homozygotes are produced from a mother animal to efficiently obtain such homozygotes. By crossing male and female 

10 heterozygotes, homozygotes and heterozygotes having the inactivated DNA are proliferated and passaged. 

[0288] The non-human mammal embryonic stem cell in which the DNA of the present invention is inactivated is very 
useful for preparing a non-human mammal deficient in expression of the DNA of the present invention. 
[0289] Since the non-human mammal, in which the DNA of the present invention is inactivated, lacks various bio- 
logical activities derived from the protein of the present invention, such an animal can be a disease model suspected 

15 of inactivated biological activities of the protein of the present invention and thus, offers an effective study to investigate 
causes for and therapy for these diseases. 

(10) Method for screening of a compound having the therapeutic/prophylactic effects for diseases caused by deficiency, 
damages, etc. of the DNA of the present invention 

20 

[0290] The non-human mammal deficient in expression of the DNA of the present invention can be employed for 
screening of a compound having the therapeutic/prophylactic effects for diseases (e.g., infectious diseases, etc.) 
caused by deficiency, damages, etc. of the DNA of the present invention. 

[0291] That is, the present invention provides a method for screening of a compound having the therapeutic/prophy- 
25 lactic effects for diseases caused by deficiency, damages, etc. of the DNA of the present invention, which comprises 
administering a test compound to the non-human mammal deficient in expression of the DNA of the present invention 
and observing and measuring a change occurred in the animal. 

[0292] As the non-human mammal deficient in expression of the DNA of the present invention, which can be employed 
for the screening method, the same examples as given hereinabove apply. 
30 [0293] Examples of the test compounds include peptides, proteins, non-peptide compounds, synthetic compounds, 
fermentation products, cell extracts, vegetable extracts, animal tissue extracts, blood plasma, and the like and these 
compounds may be novel compounds or publicly known compounds. 

[0294] Specifically, the non-human mammal deficient in expression of the DNA of the present invention is treated 
with a test compound, comparison is made with an intact animal for control and a change in each organ, tissue, disease 

,35 conditions, etc. of the animal is used as an index to assess the therapeutic/prophylactic effects of the test compound. 
[0295] For treating an animal to be test with a test compound, for example, oral administration, intravenous injection, 
etc. are applied and the treatment is appropriately selected depending upon conditions of the test animal, properties 
of the test compound, etc. Furthermore, an amount of a test compound to be administered can be selected depending 
on the route for administration, nature of the test compound, and the like. 

40 [0296] For example, when a compound having the therapeutic/prophylactic effects against bronchial asthma is 
screened, the non-human mammal deficient in expression of the DNA of the present invention is subjected to immu- 
nization with an antigen (e.g., OVA) followed by inhalation of the same antigen (e.g., OVA) for airway hyperrespon- 
siveness, the test compound is administered to the animal and, airway resistance, eosinophil infiltration, etc. of the 
animal is measured with passage of time. 

45 [0297] In the screening method supra, when a test compound is administered to an animal to be tested and found 
to inhibit an increase in the airway resistance of the test animal by the antigen inhalation by at least about 1 0%, pref- 
erably at least about 30% and more preferably at least about 50%, the test compound can be screened to be a com- 
pound having a therapeutic and prophylactic effect for bronchial asthma. 

[0298] The compound obtainable using the above screening method is a compound screened from the test com- 
50 pounds described above and exhibits the therapeutic and prophylactic effect for diseases (e.g. , bronchial asthma, etc.) 
caused by an increased expression, etc. of the protein of the present invention. Therefore, the compound can be 
employed as a safe and low toxic drug for the treatment/prevention of these diseases. Furthermore, compounds derived 
from such a compound obtainable by the screening supra can be similarly employed. 

[0299] The compound obtained by the screening above may be used in the form of salts with physiologically accept- 
55 able acids (e.g., inorganic acids or organic acids) or bases (e.g., alkali metal salts), preferably in the form of physio- 
logically acceptable acid addition salts. Examples of such salts are salts with inorganic acids (e.g., hydrochloric acid, 
phosphoric acid, hydrobromic acid, sulfuric acid), salts with organic acids (e.g., acetic acid, formic acid, propionic acid, 
fumaric acid, maleic acid, succinic acid, tartaric acid, citric acid, malic acid, oxalic acid, benzoic acid, methanesulfonic 
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acid, benzenesulfonic acid) and the like. 

[0300] A pharmaceutical comprising the compound obtained by the above screening method or salts thereof may 
be manufactured in a manner similar to the method for preparing the pharmaceutical comprising the protein of the 
present invention described hereinabove. Since the pharmaceutical composition thus obtained is safe and low toxic, 
5 it can be administered to human and another mammal (e.g., rat, mouse, guinea pig, rabbit, sheep, swine, bovine, 
horse, cat, dog, monkey, etc.). 

[0301] Although the dose of the compound or its salt to be administered varies depending upon target disease, 
subject to be administered, route of administration, etc., in general, for oral administration to an adult (as 60 kg body 
weight) for the treatment of, e.g., bronchial asthma, the compound is administered in a daily dose of about 0.1 to about 

10 1 00 mg, preferably about 1 .0 to about 50 mg, more preferably about 1 .0 to about 20 mg. For parenteral administration 
to an adult (as 60 kg body weight) for the treatment of, e.g., bronchial asthma, it is advantageous to administer the 
composition intravenously in the form of an injectable preparation in a single dose of about 0.01 to about 30 mg, 
preferably about 0.1 to about 20 mg, more preferably about 0.1 to about 10 mg, though the single dosage varies 
depending upon particular subject, particular disease, etc. As for other animals, the composition can be administered 

15 in the above dosage with converting it into that for the body weight of 60 kg. 

(11 ) Method for screening a compound capable of promoting or inhibiting the activities of a promoter to the DNA of the 
present invention 

20 [0302] The present invention provides a method for screening a compound or salts thereof capable of promoting or 
inhibiting the activities of a promoter to the DNA of the present invention, which comprises administering a test com- 
pound to a non-human mammal deficient in expression of the DNA of the present invention and detecting expression 
of the reporter gene. 

[0303] In the screening method supra, the non-human mammal deficient in expression of the DNA of the present 
25 invention is employed, in the aforesaid non-human mammal deficient in expression of the DNA of the present invention, 
as an animal in which the DNA of the present invention is inactivated by introducing a reporter gene and the reporter 
gene is expressed under control of a promoter to the DNA of the present invention. 
[0304] The same examples of the test compound apply to specific compounds used for the screening. 
[0305] As the reporter gene, the same specific examples apply to this screening method. Preferably employed are 
30 (3-galactosidase (lacZ), soluble alkaline phosphatase gene, luciferase gene, and the like. 

[0306] Since a reporter gene is present under control of a promoter to the DNA of the present invention in the non- 
human mammal deficient in expression of the DNA of the present invention, wherein the DNA of the present invention 
is substituted with the reporter gene, the activity of the promoter can be detected by tracing expression of a substance 
encoded by the reporter gene. 

35 [0307] When a part of the DNA region encoding the protein of the present invention is substituted with, e.g., p- 
galactosidase gene (lacZ) derived from Escherichia coli, p-galactosidase is expressed in a tissue where the protein of 
the present invention should originally be expressed, instead of the protein of the present invention. Thus, the state of 
expression of the protein of the present invention can be readily observed in vivo of an animal by staining with a reagent, 
e.g., 5-bromo-4-chloro-3-indo1yl-p-galactopyranoside (X-gal) that is a substrate for (3-galactosidase. Specifically, a 

40 mouse deficient in the protein of the present invention, or its tissue section isfixedwithglutaraldehyde, etc. After washing 
with phosphate buffered saline (PBS), the system is reacted with a staining solution containing X-gal at room temper- 
ature or about 37°C for approximately 30 minutes to an hour. After the p-galactosidase reaction is terminated by washing 
the tissue preparation with 1 mM EDTA/PBS solution, the colorformed is observed. Alternatively, mRNA encoding lacZ 
may be detected in a conventional manner. 

45 [0308] The compound or salts thereof obtained using the screening method supra are compounds that are screened 
from the test compounds described above and capable of promoting or inhibiting the promoter activity to the DNA of 
the present invention. 

[0309] The compound obtained by the screening method above may be used in the form of salts with physiologically 
acceptable acids (e.g., inorganic acids or organic acids) or bases (e.g., alkali metal salts), preferably in the form of 
50 physiologically acceptable acid addition salts. Examples of such salts are salts with inorganic acids (e.g., hydrochloric 
acid, phosphoric acid, hydrobromic acid, sulfuric acid), salts with organic acids (e.g., acetic acid, formic acid, propionic 
acid, fumaric acid, maleic.acid, succinic acid, tartaric acid, citric acid, malic acid, oxalic acid, benzoic acid, methanesul- 
fonic acid, benzenesulfonic acid) and the like. 

[031 0] The compounds or salts thereof capable of promoting the promoter activity to the DN Aa of the present inven- 
55 tion can promote expression of the protein a of the present invention thereby to promote the activities of the protein, 
and are thus useful as safe and low toxic medicaments for the treatment/prevention of diseases such as infectious 
diseases (e.g., HIV infection, HBV infection, HCV infection, tuberculosis infection, opportunistic infection, etc.), and 
the like. 
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[0311] On the other hand, the compounds or salts thereof capable of inhibiting the promoter activity to the DNAa or 
DNAb of the present invention can inhibit expression of the protein of the present invention thereby to inhibit the activities 
of the protein, and are thus useful as safe and low toxic medicaments for diseases such as lung/chest diseases ac- 
companied by inflammation of the lung/airways, including bronchial asthma, chronic obstructive pulmonary disease, 
5 etc. 

[0312] Compounds derived from the compounds obtained by the screening above may also be used similarly. 
[0313] The pharmaceutical comprising the compounds or salts thereof obtained by the screening method may be 
manufactured similarly to the pharmaceuticals comprising the protein of the present invention described above. 
[0314] Since the pharmaceutical composition thus obtained is safe and low toxic, it can be administered to human 

10 or another mammal (e.g., rat, mouse, guinea pig, rabbit, sheep, swine, bovine, horse, cat, dog, monkey, etc.). 

[0315] The dose of the compound or salts thereof varies depending on target disease, subject to be administered, 
method for administration, etc.; for example, when the compound capable of inhibiting the promoter activity to the DNA 
of the present invention is orally administered for the treatment of, e.g., bronchial asthma, the dose is normally about 
0.1 to about 100 mg, preferably about 1.0 to about 50 mg, more preferably about 1.0 to about 20 mg per day for adult 

is (as 60 kg body weight) . In parenteral administration for the treatment of, e.g., bronchial asthma, the single dose varies 
depending on subject to be administered, target disease, etc. but it is advantageous to administer, for example, the 
compound capable of inhibiting the promoter activity to the DNA of the present invention intravenously at a daily dose 
of about 0.01 to about 30 mg, preferably about 0. 1 to about 20 mg, more preferably about 0.1 to about 1 0 mg for adult 
(as 60 kg body weight). For other animal species, the corresponding dose as converted per 60 kg weight can be 

20 administered. 

[031 6] On the other hand, when the compound capable of promoting the promoter activity to the DNAa of the present 
invention is orally administered for the treatment of, e.g., infectious diseases, the dose is normally about 0.1 to about 
100 mg, preferably about 1 .0 to about 50 mg, more preferably about 1 .0 to about 20 mg per day for adult (as 60 kg 
body weight) . In parenteral administration for the treatment of, e.g., infectious diseases, the single dose varies de- 

25 pending on subject to be administered, target disease, etc. When the compound capable of inhibiting the promoter 
activity to the DNA of the present invention is administered to an adult (as 60 kg body weight) generally in the form of 
injection, it is advantageous to administer the compound intravenously at a daily dose of about 0.01 to about 30 mg, 
preferably about 0.1 to about 20 mg, more preferably about 0.1 to about 10 mg. For other animal species, the corre- 
sponding dose as converted per 60 kg weight can be administered. 

30 [0317] As stated above, the non-human mammal deficient in expression of the DNA of the present invention is ex- 
tremely useful for screening the compound or its salt capable of promoting or inhibiting the activity of a promoter to the 
DNA of the present invention and can greatly contribute to the elucidation of causes for various diseases suspected 
of deficiency in expression of the DNA of the present invention and for the development of prophylactic/therapeutic 
agent.for these diseases. 

35 [0318] Furthermore, a so-called transgenic animal (gene transferred animal) can be prepared by using a DNA con- 
taining a promoter region of the protein of the present invention, ligating genes encoding various proteins downstream 
and injecting the same into oocyte of an animal. It is then possible to synthesize the protein therein specifically and 
study its activity in vivo. When an appropriate reporter gene is ligated to the promoter site above and a cell line that 
express the gene is established, the resulting system can be utilized for exploring a low molecular compound having 

40 the action of specifically promoting or inhibiting the in vivo productivity of the protein of the present invention, per se. 
Further analysis of the promoter region enables to find a new cis-element or a transcription factor bound thereto. 
[0319] In the specification and drawings, the codes of bases and amino acids are denoted in accordance with the 
IUPAC-IUB Commission on Biochemical Nomenclature or by the common codes in the art, examples of which are 
shown below. For amino acids that may have the optical isomer, L form is presented unless otherwise indicated. 

45 



DNA 


deoxyribonucleic acid 


cDNA 


complementary deoxyribonucleic acid 


A 


adenine 


T 


thymine 


G 


guanine 


C 


cytosine 


RNA 


ribonucleic acid 


mRNA 


messenger ribonucleic acid 


dATP 


deoxyadenosine triphosphate 


dTTP 


deoxythymidine triphosphate 


dGTP 


deoxyguanosine triphosphate 
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(continued) 


dCTP 


deoxycytidine triphosphate 


ATP 


adenosine triphosphate 


EDTA 


ethylenediaminetetraacetic acid 


SDS 


sodium dodecyl sulfate 


Gly 


glycine 


Ala 


alanine 


Val 


valine 


Leu 


leucine 


lie 


isoleucine 


Ser 


serine 


Thr 


threonine 


Cys 


cysteine 


Met 


methionine 


Glu 


glutamic acid 


Asp 


aspartic acid 


Lys 


lysine 


Arg 


arglnine 


His 


histidine 


Phe 


phenylalanine 


Tyr 


tyrosine 


Trp 


tryptophan 


Pro 


proline 


Asn 


asparagine 


Gin 


glutamine 


pGlu 


pyroglutamic acid 



[0320] Substituents, protecting groups, and reagents used in this specification are presented as the codes below. 





Me 


methyl group 


35 


Et 


ethyl group 




Bu 


butyl group 




Ph 


phenyl group 




TC 


thiazolidine-4(R)-carboxamide group 




Tos 


p-toluenesulfonyl 


40 


CHO 


formyl 




Bzl 


benzyl 




CI 2 Bzl : 


2,6-dichlorobenzyl 




Bom 


benzyloxym ethyl 


45 


Z 


benzyloxycarbonyl 




Cl-Z 


2-chlorobenzyl oxycarbonyl 




Br-Z 


2-bromobenzyl oxycarbonyl 




Boc 


t-butoxycarbonyl 




DNP 


dinitrophenol 


50 


Trt 


trityl 




Bum 


t-butoxymethyl 




Fmoc 


N-9-fluorenyl meth oxycarbonyl 




HOBt 


1 -hydroxybenztriazole 


55 


HOOBt 


3,4-dihydro-3-hydroxy-4-oxo-1 ( 2,3-benzotriazine 


HONB 


1-hydroxy-5-norbornene-2,3-dicarboxyimide 




DCC 


N t N'-dichlorohexylcarbodiimide 
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[0321] The sequence identification numbers in the sequence listing of the specification indicate the following se- 
quences. 

[SEQIDNO:1] 

5 

[0322] This shows the amino acid sequence of the (mature) protein of the present invention derived from human 
stomach. 

[SEQ ID NO:2] 

[0323] This shows the amino acid sequence of the signal peptide of the invention. 
' [SEQ ID NO:3] 

is [0324] This shows the base sequence of DNA encoding the human stomach-derived the (mature) protein of the 
present invention having the amino acid sequence represented by SEQ ID NO:1 . 

[SEQ ID NO:4] 

20 [0325] This shows the base sequence of DNA encoding the signal peptide of the present invention having the amino 
acid sequence represented by SEQ ID NO:2. 

[SEQ ID NO:5] 

25 [0326] This shows the amino acid sequence of the precursor protein of the human stomach -derived protein of the 
present invention. 

[SEQ ID NO:6] 

30 [0327] This shows the base sequence of primer PR1 used in EXAMPLE 1 . 
[SEQ ID NO:7] 

[0328] This shows the base sequence of primer PR2 used in EXAMPLE 1 . 

35 

[SEQ ID NO:8] 

[0329] This shows the base sequence of primer PR3 used in EXAMPLES 1 and 4. 
40 [SEQ ID NO:9] 

[0330] This shows the base sequence of primer PR4 used in EXAMPLE 1 . 
[SEQIDNO:10] 

45 

[0331] This shows the base sequence of primer PR5 used in EXAMPLE 1 . 
[SEQIDNO:11] 

so [0332] This shows the base sequence of primer PR6 used in EXAMPLE 1 . 
[SEQIDIMO:12] 

[0333] This shows the base sequence of primer PR7 used in EXAMPLE 1 . 

55 

[SEQIDNO:13] 

[0334] This shows the base sequence of primer PR8 used in EXAMPLE 1 . 
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[SEQ ID NO:14] 

[0335] This shows the base sequence of cDNA containing ECF-L full-length gene acquired in EXAMPLE 1 . 
[SEQ ID NO:15] 

[0336] This shows the base sequence of ECF-L gene probe used in EXAMPLE 2. 
[SEQIDNO:16] 

[0337] This shows the base sequence of clone hECF-L-2 acquired in EXAMPLE 5. 
[SEQIDNO:17] 

[0338] Thisshows the amino acid sequence of the protein encodingthe ECF-L full-length gene acquired in EXAMPLE 
1. 

[SEQIDNO:18] 

[0339] This shows the amino acid sequence of ECF-L (mature) protein. 
EXAMPLES 

[0340] Hereinafter the present invention will be described in more detail with reference to EXAMPLES but is not 
deemed to be limited thereto. The gene manipulation procedures using Escherichia coli were performed according to 
the methods described in the Molecular Cloning. 

[0341] Escherichia coli JM109/pT7-mECFL bearing the plasmid obtained in EXAMPLE 1 by cloning mouse ECF-L 
full-length DNA fragment to pT7 Blue-T Vector was on deposit with the Ministry of International Trade and Industry, 
Agency of Industrial Science and Technology, National Institute of Bioscience and Human Technology (NIBH) at 1-3, 
Higashi 1 chome, Tsukuba-shi,lbaraki-ken, Japan (zip code 305-8566). as the Accession Number FERM BP-6881 on 
September 20, 1999 and with Institute for Fermentation, Osaka (IFO) at 17-85, Juso honcho 2-chome, Yodogawa-ku, 
Osaka-shi, Japan (zip code 532-8686), as the Accession Number IFO 16315 on August 24, 1999. 
[0342] Escherichia coli DH5a/pcDNA-hECFL bearing the plasmid pcDNA-hECFL obtained in EXAMPLE 6 was on 
deposit with NIBH as the Accession Number FERM BP-6878 on September 20, 1999 and with IFO as the Accession 
Number IFO 16312 on August 24, 1999. 

EXAMPLE 1 

Cloning of ECF-L gene showing increased expression in model mouse with increased airway hyperresponsiveness 

[0343] Model mice with increased airway hyperresponsiveness were prepared through sensitization by intraperito- 
neally injecting 400 \i\ of saline containing 200 jxl of OVA (ovalbumin) and 2 mg of alum to BALB/c mice (male, 6 weeks 
old) and then boosting by intraperitoneal injection of 20 ng of saline containing 1 0 ^g of OVA and 1 mg of alum to the 
animal one week after, followed by inhalation of 5% OVA solution dissolved in PBS of 1/2 concentration for 25 minutes 
under unanaesthetised and spontaneous respiration conditions over 7 consecutive days from one week after. The 
steroid group was prepared by intraperitoneal^ injecting 1 mg/kg of dexamethasone an hour before the OVA inhalation. 
Aerozollization was effected using a ultrasonic nebulizer (Soniclizer 305, ATOM Medical). Accentuation of airway hy- 
perresponsiveness was determined by the Konzett-Rossler method in terms of bronchoconstriction induced by ace- 
tylcholine (62.5 - 2000 ng/kg) given 24 hours after the final antigen inhalation. Bronchoalveoiar lavage fluid (BALF) 
was prepared, after death under pentobarbital anesthesia, by inserting a tracheal cannula into the animal andwashing 
3 times with 0.5 ml of PBS. Next, a smear specimen was prepared using cytospin (700 rpm, 1 min.). After Diff-Quick 
staining and microscopic inspection, the proportion of macrophages, eosinophils, neutrophils, lymphocytes and other 
cells was calculated. 

[0344] Poly (A) +RNA used as a sample was prepared by extracting the total RNA from the lung/bronchi of normal 
mice, the lung/bronchi of model mice with increased airway hyperresponsiveness and its dexamethasone group, using 
ISOGEN (manufactured by Wako Pure Chemical Industries, Ltd.), and then passing through oligo-dT cellulose column 
(manufactured by Pharmacia). Using 2 jig aliquot each of these poly (A) +RNAs as the starting material, cDNA frag- 
ments (fragments wherein a part of cDNA is amplified by PCR) specifically expressed in the lung/bronchi of model 
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mice with increased airway hyperresponsiveness were collected by subtraction using PCR-select cDNA subtraction 
kit (manufactured by Clontech Laboratories, Inc.). Theadaptor sequence for the subtraction added to the resulting PCR 
fragment at the both ends thereof was removed by digestion with restriction enzyme Rsal to change to the D N A fragment 
with blunt ends. The fragment was then subcloned to pT7Blue T-Vector (manufactured by Novagen, Inc.). The DNA 
5 base sequence of the subcloned cDNA fragment was decoded, and based on the decoded base sequence, homology 
search was conducted by blast N using public Geneble database. 

[0345] The result revealed that 10 out of 120 clones checked on ail coincided with the base sequence encoding a 
known mouse ECF-L gene (GENEBANK ACCESSION NUMBER: D87757). So, cDNA was synthesized from poly (A) 
+RNA in the lung of model mice with increased airway hyperresponsiveness, using cDNA synthesis kit (manufactured 

10 by Takara Shuzo Co., Ltd.). This cDNA was as a template and PCR was carried out using 2 primers of 5'-non-trans- 
lational region (PR1 : SEQ ID NO:6) and 3'-non-translational region(PR2: SEQ ID NO:7) of the ECF-L gene to acquire 
the ECF-L full-length gene (SEQ ID NO:14). Using Takara EX Taq (manufactured by Takara Shuzo Co., Ltd.), after 
incubation 98°C for a minute, the reaction was carried out by repeating 30 cycles in Thermal Cycler Gene Amp PCR 
System 9700 (manufacturedbyPerkin- Elmer, Inc.), in which one cycle is set to include 98°C for 10 seconds, 60°C for 

15 1 minute and then 72°C for 3 minutes, and finally by reacting at 72°C for 10 minutes. The resulting ECF-L full-length 
DNA fragment was cloned to pT7 Blue-T Vector. Using synthetic primers (PR1 to 8: SEQ ID NOs:6 - 13), cycle se- 
quencing was conducted to confirm the base sequence of the product obtained by fluorescent DNA sequencer (ABI 
PRISM TM377, manufactured by Perkin-Elmer, Inc.). 

20 EXAMPLE 2 

Analysis on tissue distribution on the ECF-L gene in model mice with increased airway hyperresponsiveness 

[0346] Each organ (lung, heart, liver, kidney, brain, thymus, spleen, small intestine, large intestine, stomach) was 
25 isolated from normal mice and model mice with increased airway hyperresponsiveness, and total RNAs were prepared 
therefrom, using ISOGEN (manufactured by Wako Pure Chemical Industries, Ltd.). The total RNAs were passed 
through oligo-dT cellulose column (manufactured by pharmacia, Inc.) to prepare poly (A) +RNAs. After 0.5 uxj of this 
poly (A) +RNAs were electrophoresed on 1 .1% agarose gel electrophoresis containing 2.2 M formalin, the RNAs were 
blotted to nylon membrane filters (Hybond-N+, made by Amersham Pharmacia Biotech, Inc.) by capillary blotting for 
30 1 8 hours. The RNAs were fixed on the nylon membrane filters through UV treatment, followed by hybridization at 65°C 
in Express Hyb Hybridization Solution (manufactured by Clontech Laboratories, Inc.). On the other hand, one of the 
ECF-L cDNA fragments shown as a probe in EXAMPLE 1 (SEQ ID NO:15) was labeled with [a- 32 P]dCTP and Bca 
BEST Labeling Kit (manufactured by Takara Shuzo Co., Ltd.). Hybridization was carried out at 65°C for 2 hours in 
Express Hyb Hybridization Solution. Filters were finally rinsed with 0.1 x SSC in 0.1% SDS solution at 50°C followed 
35 by detection using BAS-2000 (manufactured by Fuji Photo Film Co., Ltd.). As a result, expression of the ECF-L gene 
(mRNA) was observed in the lung, thymus and stomach in normal mice. In mice with increased airway hyperrespon- 
siveness, the expression was markedly observed in the lung, indicating that the expression was strongly induced with 
increased airway hyperresponsiveness. An increase of expression was also noted in the thymus and stomach (FIG. 1 ). 

40 EXAMPLE 3 

Analysis on the ECF-L gene with passage of time in model mice with increased airway hyperresponsiveness 

[0347] Using the model mice with increased airway hyperresponsiveness explained in EXAMPLE 1 above, the in- 
45 creased airway hyperresponsiveness and the count of infiltrated cells into alveolar lavage fluids were measured before 
OVA inhalation and on Days 2, 3, 4, 5, 6 and 7 after OVA inhalation as in EXAMPLE 1 (FIGS. 2, 3 and 4). In addition, 
the lung before OVA inhalation and on Days 1,2,3,5 and 7 after OVA inhalation was isolated, and subjected to Northern 
blotting analysis as in EXAMPLE 2 (FIG. 5). As a result, the increased airway hyperresponsiveness and infiltration of 
eosinophils into alveolar lavage fluids were induced on or after Day 4 after OVA inhalation, whereas expression of the 
50 ECF-L gene was markedly induced from Day 2 after OVA inhalation. That is, expression of the ECF-L gene occurred 
prior to the increased airway hyperresponsiveness and eosinophil infiltration, but the ECF-L gene was not expressed 
as the outcome of airway inflammation, suggesting the possibility that induction of the ECF-L gene expression would 
cause the increased airway hyperresponsiveness and eosinophil infiltration into alveolar lavage fluids. 

55 
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EXAMPLE 4 

Identification of the ECF-L gene expression site in model mice with increased airway hyperresponsiveness 

5 [0348] After perfusion in lung of normal mice and model mice with increased airway hyperresponsiveness and fixation 
with 4% paraformaldehyde, the lung was isolated and fixed at 4°C overnight. Thereafter, a sucrose-HBSS solution was 
replaced to finally reach 18% sucrose-HBSS solution by gradually increasing the concentration of sucrose, and the 
lung was frozen in dry ice. After allowing to stand in a cryostat at -14°C for 3 hours, the frozen lung was cut into a 
thickness of 10-15 jxJ and put up on an APS-coated slide glass. For preparing a DIG-labeled probe, the ECF-L DNA 

10 fragment of 0.6 kb was amplified by PCR using the ECF-L full-length gene fragment obtained in EXAMPLE 1 as a 
template and using synthetic primers (PR3: SEQ ID NO:8, PR6: SEQ ID NO:11). Using Takara EXTaq (manufactured 
by Takara Shuzo Co., Ltd.), after incubation 94°C for 1 minute, the reaction was carried out by repeating 30 cycles in 
Thermal Cycler Gene Amp PCR System 9700 (manufactured by Perkin-Elmer, Inc.), in which one cycle is set to include 
94°C for 1 0 seconds, 60°C for 30 seconds and then 72°C for 90 seconds, and finally by reacting at 72°C for 1 0 minutes. 

15 The amplified DNA fragment was inserted into pCRII-TOPO vector (manufactured by Invitrogen, Inc.), and extended 
from both sides of the vector by SF6 RNA polymerase and T7 RNA polymerase using DIG Labeling Kit (manufactured 
by Boehringer Mannheim) in accordance with the manual attached to prepare DIG-labeled antisense and sense probe. 
In situ hybridization was conducted using ISHR Starter Kit (manufactured by Nippon Gene Co., Ltd.) in accordance 
with the manual attached thereto. As a result, it was found that the ECF-L gene was highly expressed in the model 

20 mice with increased airway hyperresponsiveness. In the normal mice, no expression of the ECF-L gene was observed 
in any part of the lung (FIG. 6). 

EXAMPLE 5 

25 Cloning of a gene encoding human-derived ECF-L-like protein 

[0349] Using the mouse ECF-L full length gene shown in EXAMPLE 1 as a probe, Northern blotting analysis was 
performed on human RNA master blot (manufactured by Clontech Laboratories, Inc.). Hybridization was carried out 
at 68°C for 2 hours in Express Hyb Hybridization Solution, and rinsing was finally made with 0.1 x SSC in 0.1% SDS 
30 solution at 50°C. For detection, BAS-2000 (manufactured by Fuji Photo Film Co., Ltd.) was used. As a result, a marked 
signal was detected in the stomach. It was thus decided to acquire human counterpart of the ECF-L gene from human 
stomach cDNA library. 

[0350] After human stomach 5'-stretch plus cDNA library (using Xgt11 phage DNA as a vector, manufactured by 
Clontech Laboratories, Inc.) was infected to E. coli Y1090r, about 200,000 plaques each was seeded in 7 soft agar 

35 plates and cultured overnight at 37°C to form plaques. After the plaques were transferred to a nylon membrane filter 
(Hybond-N, made by Amersham Pharmacia Biotech, Inc.), the plaques were treated sequentially with a denaturation 
solution (0.5N NaOH, 1.5M NaCI), a neutralizing solution (0.5M Tris CI pH 8.0, 1.5M NaCI) and 2 x SSC. After air 
drying, UV rays were irradiated to fix phage DNA on the nylon membrane filter. Plaque hybridization was carried out 
at 68°C for at least 3 hours in Express Hyb Hybridization Solution containing a labeled probe. After the filter was rinsed 

40 finally with 0.1 x SSC in 0.1% SDS solution at 50°C, autoradiogram was taken to survey plaques hybridizable to the 
probe. Lambda DNA was prepared from 7 phage clones hECF-L-1, 2, 3, 10, 13, a and b, which were purified to single 
clones by repeating this procedure, using QIAGEN LAMBDA MINIKIT (manufactured by Qiagen) in accordance with 
the manual attached. Subsequently, a reaction was carried out using BigDye Terminator Cycle Sequencing Ready 
Reaction Kit (manufactured by Perkin-Elmer, Inc.), and the base sequence of the cDNA fragment inserted was deter- 

45 mined using DNA Sequencer377 (manufactured by Perkin-Elmer, Inc.). The results revealed that the 7 clones acquired 
contained the same DNA fragment and clone hECF-L-2 containing the longest DNA fragment had a 1 678 bases (SEQ 
ID NO: 16). The cDNA fragment encoded a human-derived new ECF-L-like protein consisting of 476 amino acids (SEQ 
ID NO:5). The protein had 70% homology in its base level and 68% homology in its amino acid level, to mouse ECF-L 
(FIGS. 7 and 8). Further homology search by blast N using the Geneble database revealed that the cDNA was a novel 

50 gene belonging to a chitinase (FIGS. 9 and 1 0). This protein has a sequence reserved at the catalytic center of chitinase, 
and showed 57% homology in the DNA level and 51% homology in the amino acid level, to human chitotrioxidase [J. 
Biol. Chem., 270, 26252 (1995)], which is reported to be the only one chitinase in human. 

EXAMPLE 6 

55 

Construction of vector to express a gene encoding human-derived new ECF-L-like protein in animal cells 

[0351] After A,gt11 phage DNA, in which the gene encoding human-derived ECF-L-like protein shown in EXAMPLE 
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5 had been inserted, was digested with EcoRI, the resulting DNA fragment of 1 .7 kbp containing the gene encoding 
human-derived ECF-L-like protein was inserted into pcDNA 3.1 plasmid (manufactured by Invitrogen, Inc.) likewise 
digested with EcoRI to acquire plasmid pcDNA-hECFL bearing the gene encoding human-derived ECF-L-like protein 
downstream cytomegalovirus enhancer/promoter and having a neomycin resistant gene as a selection marker. 

EXAMPLE 7 

Expression of the gene encoding human-derived novel ECF-L-like protein in COS-7 cells and assay for chitinase activity 

[0352] COS-7 cells, 9 x 10 5 , were cultured for 24 hours in Dulbecco's Modified Eagle's medium (DMEM) supple- 
mented with 1 0% fetal calf serum (FCS), and 7.5 u.g of the expression plasmid (pcDNA-hECFL) shown in EXAMPLE 

6 was transfected using lipofectamine (GIBCO BRL). Two days after the transfection, the medium was replaced with 
FCS-free DMEM and incubation was continued for 4 days to obtain the culture supernatant. The chitinase activity was 
assayed according to the report by Renkema, G. H. et al. [J. Biol. Chem., 20, 21 98 (1 995)]. That is, 1 00 u.l of the culture 
supernatant described above was added to 100 uJ of a reaction buffer (Mcllvain buffer, pH 5.2), in which a fluorescent 
substrate (4-methylumbelliferyl p-D-N,N'-diacetylchitobioside (4MU-chitobioside), 4-methylumbellieryl r3-D-N,N,N'- 
triacetylchltotrioside (4-MU-chitotrioside)) was dissolved in a final concentration of 0.027 mM, followed by incubation 
at 37°C for 30 minutes. By adding 1 ml of a reaction termination buffer (0.3M glycine/NaOH buffer, pH 10.6), the reaction 
was terminated, and chitinaseactivity was measured using a fluorescence measurement device (excited wavelength 
of 355 nm, measurement wavelength of 460 nm). For negative control, the culture supernatant from plasmid-non- 
transfected COS-7 cells was used and, 0.001 U of Serratia marcescens chitinase was used for positive control. As a 
result, the chitinase activity was detected in the culture supernatant from the expression plasmid (pcDNA-hECFL)- 
transfected COS-7 cells. 

EXAMPLE 8 

Analysis on tissue distribution of the gene encoding human-derived novel ECF-L-like protein 

[0353] Using the DNA fragment (1 .7 kbp) inserted with the gene encoding human-derived novel ECF-L-like protein 
shown in EXAMPLE 1 as a probe, Northern blotting analysis was performed on human RNA master blot (manufactured 
by Clontech Laboratories, Inc.). Hybridization was carried out at 68°C for 2 hours in Express Hyb Hybridization Solution 
containing a labeled probe, and rinsing was made finally with 0.1 x SSC in 0.1% SDS solution at50°C. For detection, 
BAS-2000 (manufactured by Fuji Photo Film Co., Ltd.) was used. As a result, a marked signal was detected in the 
stomach and the expression was observed also in the lung and embryonic lung (FIG. 11). 

INDUSTRIAL APPLICABILITY 

[0354] The protein of the present invention and the DNA encoding the same can be employed as therapeutic/pro- 
phylactic agents for diseases such as infectious diseases. The protein of the present invention is also useful as a 
reagent for screening a compound or its salts capable of promoting or inhibiting the activities of the protein of the 
present invention. Furthermore, a compound or its salts capable of inhibiting the activities of the protein of the present 
invention, or a neutralization antibody that inhibits the activities of the protein of the present invention can be used as 
therapeutic/prophylactic agents for diseases including bronchial asthma, chronic obstructive pulmonary disease, etc. 
Moreover, the antibodies against the protein of the present invention can recognize the protein of the present invention 
specifically and can be used for quantification of the protein of the present invention in a test sample fluid. 
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SEQUENCE LISTING 

<IlO> Takeda Chemical Industries, Ltd. 

<120> Novel protein and its DNA 

<I30> 2670WQOP 

<150> JP H-324467 

<l5l> 1 999-1 1-1 5 

<160> 18 

<210> 1 

<211> 455 

<212> PRT 

<213> Human 

<400> 1 

Tyr Gin Leu Thr Cys Tyr Phe Thr Asn Trp Ala Gin Tyr Arg Pro Gly 

5 10 15 

Leu Gly Arg Phe Met Pro Asp Asn He Asp Pro Cys Leu Cys Thr His 

20 25 30 

Leu He Tyr Ala Phe Ala Gly Arg Gin Asn Asn Glu He Thr Thr He 

35 40 45 

Glu Trp Asn Asp Yal Thr Leu Tyr Gin Ala Phe Asn Gly Leu Lys Asn 

50 55 60 

Lys Asn Ser Gin Leu Lys Thr Leu Leu Ala He Gly Gly Trp Asn Phe 
65 70 75 80 

Gly Thr Ala Pro Phe Thr Ala Met Val Ser Thr Pro Glu Asn Arg Gin 

85 90 95 

Thr Phe lie Thr Ser Val He Lys Phe Leu Arg Gin Tyr Glu Phe Asp 

100 105 110 

Gly Leu Asp Phe Asp Trp Glu Tyr Pro Gly Ser Arg Gly Ser Pro Pro 
115 120 125 
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Gin Asp Lys His Leu Phe Thr Val Leu Val Gin Glu Met Arg Glu Ala 

I30 135 140 

Phe Glu Gin Glu Ala Lys Gin He Asn Lys Pro Arg Leu Met Val Thr 
145 150 155 160 

Ala Ala Val Ala Ala Gly lie Ser Asn lie Gin Ser Gly Tyr Glu lie 

165 170 175 

Pro Gin Leu Ser Gin Tyr Leu Asp Tyr He His Val Met Thr Tyr Asp 

180 185 190 

Leu His Gly Ser Trp Glu Gly Tyr Thr Gly Glu Asn Ser Pro Leu Tyr 

195 200 205 

Lys Tyr Pro Thr Asp Thr Gly Ser Asn Ala Tyr Leu Asn Val Asp Tyr 

210 215 220 

Val Met Asn Tyr Trp Lys Asp Asn Gly Ala Pro Ala Glu Lys Leu lie 
225 230 235 240 

Val Gly Phe Pro Thr Tyr Gly His Asn Phe He Leu Ser Asn Pro Ser 

245 250 255 

Asn Thr Gly He Gly Ala Pro Thr Ser Gly Ala Gly Pro Ala Gly Pro 

260 265 270 

Tyr Ala Lys Glu Ser Gly He Trp Ala Tyr Tyr Glu lie Cys Thr Phe 

275 280 285 

Leu Lys Asn Gly Ala Thr Gin Gly Trp Asp Ala Pro Gin Glu Val Pro 

290 295 300 

Tyr Ala Tyr Gin Gly Asn Val Trp Val Gly Tyr Asp Asn He Lys Ser 
305 310 315 320 

Phe Asp He Lys Ala Gin Trp Leu Lys His Asn Lys Phe Gly Gly Ala 

325 330 335 

Met Val Trp, Ala He Asp Leu Asp Asp Phe Thr Gly Thr Phe Cys Asn 

340 345 350 

Gin Gly Lys Phe Pro Leu lie Ser Thr Leu Lys Lys Ala Leu Gly Leu 
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355 360 365 

Gin Ser Ala Ser Cys Thr Ala Pro Ala Gin Pro lie Glu Pro He Thr 

370 375 380 

Ala Ala Pro Ser Gly Ser Gly Asn Gly Ser Gly Ser Ser Ser Ser Gly 
385 390 395 .400 

Gly Ser Ser Gly Gly Ser Gly Phe Cys Ala Val Arg Ala Asn Gly Leu 

405 410 415 

Tyr Pro Val Ala Asn Asn Arg Asn Ala Phe Trp His Cys Val Asn Gly 

420 . 425 430 

Val Thr Tyr Gin Gin Asn Cys Gin Ala Gly Leu Val Phe Asp Thr Ser 

435 440 445 

Cys Asp Cys Cys Asn Trp Ala 
450 455 

<210> 2 
<211> 21 
<212> PRT 
<213> Human 
<400> 2 

Mel Thr Lys Leu lie Leu Leu Thr Gly Leu Val Leu He Leu Asn Leu 

5 10 15 

Gin Leu Gly Ser Ala 
20 

<210> 3 
<21l> 1368 
<212> DNA 
<213> Human 
<400> 3 



39 



EP 1 231 270 A1 



TACCAGCTGA CATGCTACTT CACCAACTGG GCCCAGTACC GGCCAGGCCT GGGGCGCTTC 60 

ATGCCTGACA ACATCGACCC CTGCCTCTGT ACCCACCTGA TCTACGCCTT TGCTGGGAGG 1 20 

CAGAACAACG AGATCACCAC CATCGAATGG AATGATGTGA CTCTCTACCA AGCTTTCAAT 1 80 

GGCCTGAAAA ATAAGAACAG CCAGCTGAAA ACTCTCCTGG CCATTGGAGC CTGGAACTTC 240 

GGGACTGCCC CTTTCACTGC CATGGTTTCT ACTCCTGAGA ACCGCCAGAC TTTCATCACC 300 

TCAGTCATCA AATTCCTGCG CCAGTATGAG TTTGACGGGC TGGACTTTGA CTGGGAGTAC 360 

CCTGGCTCTC GTGGGAGCCC TCCTCAGGAC AAGCATCTCT TCACTGTCCT GGTGCAGGAA 420 

ATGCGTGA'AG CTTTTGAGCA GGAGGCCAAG CAGATCAACA AGCCCAGGCT GATGGTCACT 480 

GCTGCAGTAG CTGCTGGCAT CTCCAATATC CAGTCTGGCT ATGAGATCCC CCAACTGTCA 540 

CAGTACCTGG ACTACATCCA TGTCATGACC TACGACCTCC ATGGCTCCTG GGAGGGCTAC 600 

ACTGGAGAGA ACAGCCCCCT CTACAAATAC CCGACTGACA CCGGCAGCAA CGCCTACCTC 660 

AATGTGGATT ATGTCATGAA CTACTGGAAG GACAATGGAG CACCAGCTGA GAAGCTCATC 720 

GTTGGATTCC CTACCTATGG ACACAACTTC ATCCTGAGCA ACCCCTCCAA CACTGGAATT 780 

GGTGCCCCCA CCTCTGGTGC TGGTCCTGCT GGGCCCTATG CCAAGGAGTC TGGGATCTGG 840 

GCTTACTACG AGATCTGTAC CTTCCTGAAA AATGGAGCCA CTCAGGGATG GGATGCCCCT 900 

CAGGAAGTGC CTTATGCCTA TCAGGGCAAT GTGTGGGTTG GCTATGACAA CATCAAGAGC 960 

TTCGATATTA AGGCTCAATG GCTTAAGCAC AACAAATTTG GAGGCGCCAT GGTCTGGGCC 1020 

ATTGATCTGG ATGACTTCAC TGGCACTTTC TGCAACCAGG GCAAGTTTCC CCTAATCTCC 1080 

ACCCTGAAGA AGGCCCTCGG CCTGCAGAGT GCAAGTTGCA CGGCTCCAGC TCAGCCCATT 1140 

GAGCCAATAA CTGCTGCTCC CAGTGGCAGC GGGAACGGGA GCGGGAGTAG CAGCTCTGGA 1200 

GGCAGCTCGG GAGGCAGTGG ATTCTGTGCT GTCAGAGCCA ACGGCCTCTA CCCCGTGGCA 1260 

AATAACAGAA ATGCCTTCTG GCACTGCGTG AATGGAGTCA GGTACCAGCA GAACTGCCAG 1320 

GCCGGGCTTG TCTTCGACAC CAGCTGTGAT TGCTGCAACT GGGCATAA 1368 

<210> 4 
<2U> 63 
<212> DNA 
<213> Human 
<400> 4 
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ATGACAAAGC TTATTCTCCT CACAGGTCTT GTCCTTATAC TGAATTTGCA GCTCGGCTCT 60 
GCC 63 

<2l0> 5 
<2ll> 476 
<2l2> PRT 
<213> Human 
<400> 5 

Met Thr Lys Leu He Leu Leu Thr Gly Leu Val Leu lie Leu Asn Leu 

5 10 15 

Gin Leu Gly Ser Ala Tyr Gin Leu Thr Cys Tyr Phe Thr Asn Trp Ala 

20 25 30 

Gin Tyr Arg Pro Gly Leu Gly Arg Phe Met Pro Asp Asn He Asp Pro 

35 40 45 

Cys Leu Cys Thr His Leu lie Tyr Ala Phe Ala Gly Arg Gin Asn Asn 

50 55 60 

Glu lie Thr Thr tie Glu Trp Asn Asp Val Thr Leu Tyr Gin Ala Phe 
65 70 75 80 

Asn Gly Leu Lys Asn Lys Asn Ser Gin Leu Lys Thr Leu Leu Ala lie 

85 90 95 

Gly Gly Trp Asn Phe Gly Thr Ala Pro Phe Thr Ala Met Val Ser Thr 

100 105 110 

Pro Glu Asn Arg Gin Thr Phe He Thr Ser Val He Lys Phe Leu Arg 

115 120 125 

Gin Tyr Glu Phe Asp Gly Leu Asp Phe Asp Trp Glu Tyr Pro Gly Ser 

130 135 140 

Arg Gly Ser Pro Pro Gin Asp Lys His Leu Phe Thr Val Leu Val Gin 
145 150 155 160 

Glu Met Arg Glu Ala Phe Glu Gin Glu Ala Lys Gin lie Asn Lys Pro 
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165 170 175 

Arg Leu Met Val Thr Ala Ala Yal Ala Ala Gly He Ser Asn lie Gin 

180 185 190 

Ser Gly Tyr Glu He Pro Gin Leu Ser Gin Tyr Leu Asp Tyr lie His 

195 200 205 

Val Met Thr Tyr Asp Leu His Gly Ser Trp Clu Gly Tyr Thr Gly Glu 

210 215 220 

Asn Ser Pro Leu Tyr Lys Tyr Pro Thr Asp Thr Gly Ser Asn Ala Tyr 
225 230 235 240 

Leu Asn Val Asp Tyr Val Met Asn Tyr Trp Lys Asp Asn Gly Ala Pro 

245 250 255 

Ala Glu Lys Leu He Val Gly Phe Pro Thr Tyr Gly His Asn Phe He 

260 265 270 

Leu Ser Asn Pro Ser Asn Thr Gly lie Gly Ala Pro Thr Ser Gly Ala 

275 280 285 

Gly Pro Ala Gly Pro Tyr Ala Lys Glu Ser Gly lie Trp Ala Tyr Tyr 

290 295 300 

Glu He Cys Thr Phe Leu Lys Asn Gly Ala Thr Gin Gly Trp Asp Ala 
305 310 315 320 

Pro Gin Glu Val Pro Tyr Ala Tyr Gin Gly Asn Val Trp Val Gly Tyr 

325 330 335 

Asp Asn He Lys Ser Phe Asp He Lys Ala Gin Trp Leu Lys His Asn 

340 345 350 

Lys Phe Gly Gly Ala Mel Val Trp Ala He Asp Leu Asp Asp Phe Thr 

355 360 365 

Gly Thr Phe Cys Asn Gin Gly Lys Phe Pro Leu lie Ser Thr Leu Lys 

370 375 380 

Lys Ala Leu Gly Leu Gin Ser Ala Ser Cys Thr Ala Pro Ala Gin Pro 
385 390 395 400 



42 



EP 1 231 270 A1 



lie Glu Pro He Thr Ala Ala Pro Ser Cly Ser Gly Asn Gly Ser Gly 

405 410 415 

Ser Ser Ser Ser Gly Gly Ser Ser Gly Gly Ser Gly Phe Cys Ala Yal 

420 425 430 

Arg Ala Asn Gly Leu Tyr Pro Yal Ala Asn Asn Arg Asn Ala Phe Trp 

435 440 445 

His Cys Yal Asn Gly Val Thr Tyr Gin Gin Asn Cys Gin Ala Gly Leu 

450 455 460 

Val Phe Asp Thr Ser Cys Asp Cys Cys Asn Trp Ala 
465 470 475 

<2l0> 6 
<2ll> 20 
<2l2> DNA 

<2l3> Art i f icial Sequence 
<220> 

<223> Primer 
<400> 6 

AAGACACCAT GGCCAAGCTC 20 

<2l0> 7 
<2ll> 24 
<2l2> DNA 

<2I3> Artificial Sequence 
<220> 

<223> Primer 
<400> 7 

ACAAGCATGG TGGTTTTACA GGAA 24 
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<2l0> 8 
<2tl> 18 
<212> DNA 

<2I3> Artificial Sequence 
<220> 

<223> Primer 
<400> 8 

TGGTGAAGGA AATGCGTA 18 

<210> 9 
<2 1 1 > 19 
<212> DNA 

<2 i 3> Artificial Sequence 
<220> 

<223> Primer 
<400> 9 

TTACGCATTT CCTTCACCA 19 

<210> 10 
<211> 19 
<212> DNA 

<2 1 3> Artificial Sequence 
<220> 

<223> Primer 
<400> 10 

ATTTAGGAGG TGCCGTGGT 19 

<210> 11 
<2U> 20 
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<2l2> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer 
<400> ll 

GACCACGGCA CCTCCTAAAT 20 

<2!0> 12 
<2il> 
<212> DNA 

<213> Artificial Sequence 
<220>2O 
<223> Primer 
<400> 12 

TACTCCTCAG AACCGTCAGA 20 

<210> 13 
<2ll> 20 
<212> DNA 

<213> Artificial Sequence 
<220>2O 
<223> Primer 
<400> 13 

CTCCAGTGTA GCCATCCTTA 20 

<210> 14 
<2I1> 1409 
<212> DNA 
<213> Mouse 
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<400> 14 

AAGACACCAT GGCCAAGCTC ATTCTTGTCA CAGGTCTGGC AATTCTTCTG AACGTACAGC 60 

5 

TGGGATCTTC CTACCAGCTG ATGTGCTACT ATACCAGTTG GGCTAAGGAC AGGCCAATAG 1 20 

AAGGGAGTTT CAAACCTGGT AATATTGACC CCTGCCTGTG TACTCACCTG ATCTATGCCT 1 80 

10 TTGCTGGAAT CCAGAATAAT GAGATCACTT ACACACATGA GCAAGACTTG CGTGACTATG 180 

AAGCATTGAA TGGTCTGAAA GACAAGAACA CTGAGCTAAA AACTCTCCTG GCCATTGGAG 240 

GATGGAAGTT TGGACCTGCC CCGTTCAGTG CCATGGTCTC TACTCCTCAG AACCGTCAGA 300 

TATTCATTCA GTCAGTTATC AGATTCCTTC GTCAATATAA CTTTGATGGC CTCAACCTGG 360 

ACTGGCAGTA CCCTGGGTCT CGAGGAAGCC CTCCTAAGGA CAAACATCTC TTCAGTGTTC 420 

20 TGGTGAAGGA AATGCGTAAA GCTTTTGAGG AAGAATCTGT GGAGAAAGAC ATTCCAAGGC 480 

TGCTACTCAC TTCCACAGGA GCAGGAATCA TTGACGTAAT CAAGTCTGGG TACAAGATCC 540 

CTGAACTGTC TCAGTCTCTT GACTATATTC AGGTCATGAC ATATGATCTC CATGATCCTA 600 

25 AGGATGGCTA CACTGGAGAA AATAGTCCCC TCTATAAATC TCCATATGAC ATTGGAAAGA 660 

GTGCTGATCT CAATGTGGAT TCAATCATTT CCTACTGGAA GGACCATGGA GCAGCTTCTG 720 

AGAAGCTCAT TGTGGGATTT CCAGCATATG GGCATACCTT TATCCTGAGT GACCCTTCTA 780 

30 

AGACTGGAAT TGGTGCCCCT ACAATTAGTA CTGGCCCACC AGGAAAGTAC ACAGATGAAT 840 

CAGGACTCCT GGCTTACTAT GAGGTTTGTA CATTTCTGAA TGAAGGAGCC ACTGAGGTCT 900 

GGGATGCCCC CCAGGAAGTA CCCTATGCCT ATCAGGGTAA TGAGTGGGTT GGTTATGACA 960 

35 

ATGTCAGCAC CTTCAAGTTG AAGGCTCAGT GGCTCAAGGA CAACAATTTA GGAGGTGCCG 1020 

TCGTCTGGCC CCTGGACATG GATGACTTCA GTGGTTCTTT CTGTCACCAG AGACATTTCC 1080 

40 CTCTGACATC TACTTTAAAG GGAGATCTCA ATATACACAG TGCAAGTTGC AAGGGCCCTT 1140 

ATTGAGAGGA GCTTTACACA ATGATTTGTC CTTGAAACTC TCAGAATAAG ATCAAGTTCA 1200 

ACGGTTTTTC CACAGTGCAT TCTGCATCAT GCTTCCATGG AGAATAATAG AAATAAGTCA 1260 

45 TGAACTTTCC TAAATTGAAT CCCAGAGTAG TACTAAGATG GATGTCTTGT CTGCTGTACC 1 320 

AGCTGGGAAG AAACAAAAAA TGCTCTTCAT CTGTCAGCTT TGGCTAAGCT CTGAACATCT 1380 

TTTGCTTCCT GTAAAACCAC CATGCTTGT 1409 

50 ■ , 

<210> 15 
55 <21l> 369 
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<2l2> DNA 

<2 1 3> Artificial Sequence 
<220> 

<223> Primer 



10 


<400> 1 5 












ACCCTATGCC TATCAGGGTA 


ATGAGTGGGT TGGTTATGAC 


AATGTCAGGA GCTTCAAGTT 


60 




GAAGGCTCAG TGGCTTAAGG 


ACAACAATTT AGGAGGTGCC 


GTGGTCTGGC CCCTGGACAT 


120 


15 


GGATGACTTC AGTGGTTCTT 


TCTGTCACCA GAGACATTTC 


CCTCTGACAT CTACTTTAAA 


180 




GGGAGATCTC AATATACACA 


GTGCAAGTTG CAAGGGCTCT 


TATTGAGAGG AGCTTTACAC 


240 


20 


AATGATTTGT CCTGAAACTC 


TCAGAATAAG ATCAAGTTCA 


ACGGTTTTTC CACAGGCATT 


300 




CTGCATCATG CTTCCATGGA 


GAATAATAGA AATAAGTCAT 


GAACTTTCCT AAATGAATCC 


360 




CAGAGTAGT 










25 


369 












<2!0> 1 6 










30 


<21l> 1678 












<2I2> DNA 










35 


<213> Human 










<400> 16 












GAATTCCGGG 


CAAAAAGGTC 


ATCCAAGGAG GAAGCCGAGA 


TGGCCTACAA AGACTTCCTG 


60 


40 


CTCCAGTCCA 


GCACCGTGGC 


CGCCGAGGCC CAGGACGGCC 


CCCAGGAAGC CTAGACGGTG 


120 




TCGCCGCCTG 


CTCCCTGCAC 


CCATGACAAA GCTTATTCTC 


CTCACAGGTC TTGTCCTTAT 


180 




ACTGAATTTG 


CAGCTCGGCT 


CTGCCTACCA GCTGACATGC 


TACTTCACCA ACTGGGCCCA 


240 


45 


GTACCGGCCA 


GGCCTGGGGC 


GCTTCATGCC TGACAACATC 


GACCCCTGCC TCTGTACCCA 


300 




CCTGATCTAC 


GCCTTTGCTG 


GGAGGCAGAA CAACGAGATC 


ACCACCATCG AATGGAATGA 


360 


50 


TGTGACTCTC 


TACCAAGCTT 


TCAATGGCCT GAAAAATAAG 


AACAGCCAGC TGAAAACTCT 


420 


CCTGCCCATT 


GGAGGCTGGA 


ACTTCGGGAC TGCCCCTTTC 


ACTGCCATGG TTTCTACTCC 


480 




TGAGAACCGC 


CAGACTTTCA 


TCACCTCAGT CATCAAATTC 


CTGCGCCAGT ATGAGTTTGA 


540 


55 


CGGGCTGGAC 


TTTGACTGGG 


AGTACCCTGG CTCTCGTGGG 


AGCCCTCCTC AGGACAAGCA 


600 
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TCTCTTCACT 


CTCCTGCTGC 


A rr A A KTCCC 

AGGAAAiGuj 


IVjAAUU l 1 1 


r Afr her krr 

bAV/lAbbAbb 


ICAAGCAGAT 


660 


CAACAAGCCC 


AGGCTGATGG 


TCACTGCTGC 


AGTAGCTGCT 


GGCATCTCCA 


ATATCCAGTC 


720 


TGGCTATGAG 


ATCCCCCAAC 


TGTCACAGTA 


CCTGGACTAC 


ATCCATGTCA 


TGACCTACGA 


780 


CCTCCATGGC 


TCCTGGGAGG 


GCTACACTGG 


AGAGAACAGC 


CCCCTCTACA 


AATACCCGAC 


840 


TGACACCGGC 


AGCAACGCCT 


ACCTCAATGT 


GGATTATGTC 


ATGAACTACT 


GGAAGGACAA 


900 


TGGAGCACCA 


CCTGAGAAGC 


TCATCGTTGG 


ATTCCCTACC 


TATGGACACA 


ACTTCATCCT 


960 


GAGCAACCCC 


TCCAACACTG 


GAATTGGTGC 


CCCCACCTCT 


GGTGCTGGTC 


CTGCTGGGCC 


1020 


CTATGCCAAG 


GAGTCTGGGA 


TCTGGGCTTA 


CTACGAGATC 


TGTACCTTCC 


TGAAAAATGG 


1080 


ACCCACTCAG 


GGATGGGATG 


CCCCTCAGGA 


AGTGCCTTAT 


GCCTATCAGG 


GCAATGTGTG 


1140 


GGTTGGCTAT 


GACAACATCA 


AGAGCTTCGA 


TATTAAGGCT 


CAATGGCTTA 


AGCACAACAA 


1200 


ATTTGGAGGC 


GCCATGGTCT 


GGGCCATTGA 


TCTGGATGAC 


TTCACTGGCA 


CTTTCTGCAA 


1260 


CCAGGGCAAG 


TTTCCCCTAA 


TCTCCACCCT 


GAAGAAGGCC 


CTCGGCCTGC 


AGAGTGCAAG 


1320 


TTGCACGGCT 


CCAGCTCAGC 


CCATTGAGCC 


AATAACTGCT 


GCTCCCAGTG 


GCAGCGGGAA 


1380 


CGGGAGCGGG 


AGTAGCAGCT 


CTGGAGGCAG 


CTCGGGAGGC 


AGTGGATTCT 


GTGCTGTCAG 


1440 


AGCCAACGGC 


CTCTACCCCG 


TGGCAAATAA 


CAGAAATGCC 


TTCTGGCACT 


GCGTGAATGG 


1500 


AGTCACGTAC 


CAGCAGAACT 


GCCAGGCCGG 


GCTTGTCTTC 


GACACCAGCT 


GTGATTGCTG 


1560 


CAACTGGGCA 


TAAACCTGAC 


CTGGTCTATA 


TTCCCTAGAG 


TTCCAGTCTC 


TTTTGCTTAG 


1620 


GACATGTTGC 


CCCTACCTAA 


AGTCCTGCAA 


TAAAATCAGC 


AGTCAAAACC 


CGGAATTC 


1678 



<210> 17 
<211> 398 
<212> PRT 
<213> Mouse 
<400> 17 

Met Ala Lys Leu lie Leu Val Thr Gly Leu Ala lie Leu Leu Asti Val 

5 10 15 

Gin Leu Gly Ser Ser Tyr Gin Leu Met Cys Tyr Tyr Thr Ser Trp Ala 

20 30 
Lys Asp Arg Pro lie Glu Gly Ser Phe Lys Pro Gly Asn lie Asp Pro 
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35 40 45 

Cys Leu Cys Thr His Leu lie Tyr Ala Phe Ala Gly Met Gin Asn Asn 

50 55 60 

Glu lie Thr Tyr Thr His Glu Gin Asp Leu Arg Asp Tyr Glu Ala Leu 
65 70 75 . 80 

Asn Gly Leu Lys Asp Lys Asn Thr Glu Leu Lys Thr Leu Leu Ala He 

85 90 95 

Gly Gly Trp Lys Phe Gly Pro Ala Pro Phe Ser Ala Met Val Ser Thr 

100 105 110 

Pro Gin Asn Arg Gin He Phe He Gin Ser Val lie Arg Phe Leu Arg 

115 120 125 

Gin Tyr Asn Phe Asp Gly Leu Asn Leu Asp Trp Gin Tyr Pro Gly Ser 

130 135 140 

Arg Gly Ser Pro Pro Lys Asp Lys His Leu Phe Ser Val Leu Val Lys 
145 150 155 160 

Glu Met Arg Lys Ala Phe Glu Glu Glu Ser Val Glu Lys Asp He Pro 

165 170 175 

Arg Leu Leu Leu Thr Ser Thr Gly Ala Gly He He Asp Val He Lys 

180 185 190 

Ser Gly Tyr Lys lie Pro Glu Leu Ser Gin Ser Leu Asp Tyr lie Gin 

195 200 205 

Val Met Thr Tyr Asp Leu His Asp Pro Lys Asp Gly Tyr Thr Gly Glu 

210 215 220 

Asn Ser Pro Leu Tyr Lys Ser Pro Tyr Asp He Gly Lys Ser Ala Asp 
225 230 235 240 

Leu Asn Val Asp Ser He He Ser Tyr Trp Lys Asp His Gly Ala Ala 

245 250 255 

Ser Glu Lys Leu He Val Gly Phe Pro Ala Tyr Gly His Thr Phe lie 
260 265 270 
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Leu Ser Asp Pro Ser Lys Thr Cly He Gly Ala Pro Thr lie Ser Thr 

275 280 285 

Gly Pro Pro Gly Lys Tyr Thr Asp Glu Ser Gly Leu Leu Ala Tyr Tyr 

290 295 300 

Glu Val Cys Thr Phe Leu Asn Glu Gly Ala Thr Glu Val Trp Asp Ala 
305 310 315 320 

Pro Gin Glu Val Pro Tyr Ala Tyr Gin Gly Asn Glu Trp Val Gly Tyr 

325 330 335 

Asp Asn Val Arg Ser Phe Lys Leu Lys Ala Gin Trp Leu Lys Asp Asn 

340 345 350 

Asn Leu Gly Gly Ala Val Val Trp Pro Leu Asp Mel Asp Asp Phe Ser 

355 360 365 

Gly Ser Phe Cys His Gin Arg His Phe Pro Leu Thr Ser Thr Leu Lys 

370 375 380 

Gly Asp Leu Asn He His Ser Ala Ser Cys Lys Gly Pro Tyr 
385 390 395 

<210> 18 
<2I1> 377 
<212> PRT 
<213> Mouse 
<400> 18 

Tyr Gin Leu Met Cys Tyr Tyr Thr Ser Trp Ala Lys Asp Arg Pro He 

5 10 15 

Glu Gly Ser Phe Lys Pro Gly Asn He Asp Pro Cys Leu Cys Thr His 

20 25 30 

Leu He Tyr Ala Phe Ala Gly Met Gin Asn Asn Glu lie Thr Tyr Thr 

35 40 45 

His Glu Gin Asp Leu Arg Asp Tyr Glu Ala Leu Asn Gly Leu Lys Asp 
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50 55 60 

Lys Asn Thr Glu Leu Lys Thr Leu Leu Ala He Gly Gly Trp Lys. Phe 
65 70 75 80 

Gly Pro Ala Pro Phe Ser Ala Met Val Ser Thr Pro Gin Asn Arg Gin 

85 90 95 

lie Phe He Gin Ser Val He Arg Phe Leu Arg Gin Tyr Asn Phe Asp 

100 105 110 

Gly Leu Asn Leu Asp Trp Gin Tyr Pro Gly Ser Arg Gly Ser Pro Pro 

115 120 125 

Lys Asp Lys His Leu Phe. Ser Val Leu Val Lys Glu Mel Arg Lys Ala 

130 135 140 

Phe Glu Glu Glu Ser Val Glu Lys Asp He Pro Arg Leu Leu Leu Thr 
145 150 155 160 

Ser Thr Gly Ala Gly He lie Asp Val He Lys Ser Gly Tyr Lys He 

165 170 175 

Pro Glu Leu Ser Gin Ser Leu Asp Tyr He Gin Val Met Thr Tyr Asp 

180 185 190 

Leu His Asp Pro Lys Asp Gly Tyr Thr Gly Glu Asn Ser Pro Leu Tyr 

195 200 205 

Lys Ser Pro Tyr Asp He Gly Lys Ser Ala Asp Leu Asn Val Asp Ser 

210 215 220 

He lie Ser Tyr Trp Lys Asp His Gly Ala Ala Ser Glu Lys Leu He 
225 230 235 240 

Val Gly Phe Pro Ala Tyr Gly His Thr Phe lie Leu Ser Asp Pro Ser 

245 250 255 

Lys Thr Gly He Gly Ala Pro Thr lie Ser Thr Gly Pro Pro Gly Lys 

260 265 270 

Tyr Thr Asp Glu Ser Gly Leu Leu Ala Tyr Tyr Glu Val Cys Thr Phe 
275 • 280 285 
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Leu Asn Glu Gly Ala Thr Giu Vat Trp Asp Ala Pro Gin Glu VaL Pro 

290 295 300 

Tyr Ala Tyr Gin Gly Asn Glu Trp Val Gly Tyr Asp Asn Val Arg Ser 
305 310 315 320 

Phe Lys Leu Lys Ala Gin Trp Leu Lys Asp Asn Asn Leu Gly Gly. Ala 

325 330 335 

Val Val Trp Pro Leu Asp Met Asp Asp Phe Ser Gly Ser Phe Cys His 

340 345 350 

Gin Arg His Phe Pro Leu Thr Ser Thr Leu Lys Gly Asp Leu Asn He 

355 360 365 

His Ser Ala Ser Cys Lys Gly Pro Tyr 
370 377 



Claims 

1 . A protein containing the same or substantially the same amino acid sequence as the amino acid sequence repre- 
sented by SEQ ID NO: 1 , or a salt thereof. 

2. A partial peptide of the protein according to Claim 1 , or a salt thereof. 

3. A signal peptide having the same or substantially the same amino acid sequence as the amino acid sequence 
represented by SEQ ID NO: 2, or a salt thereof. 

4. A DNA containing a DNA encoding the protein according to Claim 1 or the partial peptide according to Claim 2. 

5. The DNA according to Claim 4 having the base sequence represented by SEQ ID NO: 3. 

6. A DNA containing a DNA encoding the signal peptide according to Claim 3. 

7. The DNA according to Claim 6 having the base sequence represented by SEQ ID NO: 4. 

8. A recombinant vector containing the DNA according to Claim 4. 

9. A transformant transformed with the recombinant vector according to Claim 8. 

10. A method of manufacturing the protein according to Claim 1 or the partial peptide according to Claim 2, or a salt 
thereof, which comprises culturing the transformant of Claim 9, and producing and accumulating the protein ac- 
cording to Claim 1 or the partial peptide according to Claim 2, and collecting the same. 

11 . A pharmaceutical comprising the protein according to Claim 1 or the partial peptide according to Claim 2, or a salt 
thereof. 

12. A pharmaceutical comprising the DNA according to Claim 4. 
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13. An antibody against the protein according to Claim 1 orthe partial peptide according to Claim 2, or a salt thereof. 

14. A method of screening a compound or a salt thereof capable of promoting or inhibiting the activity of the protein 
according to Claim 1 orthe partial peptide according to Claim 2, or a salt thereof, which comprises using the protein 
according to Claim 1 or the partial peptide according to Claim 2, or a salt thereof. 

15. A kit for screening a compound or a salt thereof capable of promoting or inhibiting the activity of the protein ac- 
cording to Claim 1 or the partial peptide according to Claim 2, or a salt thereof, comprising the protein according 
to Claim 1 orthe partial peptide according to Claim 2, or a salt thereof. 

16. A compound or a salt thereof capable of promoting or inhibiting the activity of the protein according to Claim 1 or 
the partial peptide according to Claim 2, or a salt thereof, which is obtainable using the screening method according 
to Claim 14 orthe screening kit according to Claim 15. 

17. A pharmaceutical comprising a compound or a salt thereof capable of promoting or inhibiting the activity of the 
protein according to Claim 1 or the partial peptide according to Claim 2, or a salt thereof, which is obtainable using 
the screening method according to Claim 14 or the screening kit according to Claim 15. 

18. A method of screening a compound or a salt thereof capable of inhibiting the activity of a protein containing the 
same or substantially the same amino acid sequence as the amino acid sequence represented by SEQ ID NO: 
1 8, its partial peptide, or a salt thereof, which comprises using the protein containing the same or substantially the 
same amino acid sequence as the amino acid sequence represented by SEQ ID NO: 18, its partial peptide, or a 
salt thereof. 

19. A kit for screening a compound or a salt thereof capable of inhibiting the activity of a protein containing the same 
or substantially the same amino acid sequence as the amino acid sequence represented by SEQ ID NO: 18, its 
partial peptide, or a salt thereof, comprising the protein containing the same or substantially the same amino acid 
sequence as the amino acid sequence represented by SEQ ID NO: 18, its partial peptide, or a salt thereof. 

20. A compound or a salt thereof capable of inhibiting the activity of a protein containing the same or substantially the 
same amino acid sequence as the amino acid sequence represented by SEQ ID NO: 18, its partial peptide, or a 
salt thereof, which is obtainable using the screening method according to Claim 1 8 or the screening kit according 
to Claim 19. 

21 . A pharmaceutical comprising the compound or a salt thereof, according to Claim 20. 
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Fig.l 
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Fig. 2 
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Fig. 3 




dayO day 2 day3 day4 day5 day6 day7 



** : p<0.01 (Dunnett Test) 
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Fig. 5 
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Fig. 6 



Normal Mouse 
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Fig. 7 
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Fig. 8 
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Fig. 9 
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Fig. 10 
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Fig. 11 
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